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DECLARATION UNDER 37 C F R. § 1 .132 OF ANTHONY GIORDANO, PH.D. 

1. I am an inventor for the above-referenced patent application. 

2. I have read the Office Action mailed February 13, 2001 in connection with the 
above-referenced patent application. 

3. UTRs are expected to maintain their regulatory function when operably linked 
to a heterologous sequence, such as a reporter gene. For example, 5' and 3' mRNA 
untranslated regions (UTRs) fi-om genes of interest are commonly studied by operably 
linking a UTR from a gene of interest to the mRNA coding sequence of a reporter gene. 

In particular, Blau et al. (WO 98/42854, published October 1998) states that "[t]he 
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major approach to the study of UTRs to date has been to introduce a UTR-reporter gene 

construct" into a cell line (page 3, lines 16 and 17). Blau also notes that a prior study 

demonstrated that the expression of a chimeric gene containing "the 5* regulatory region 

of P-actin linked to the 3'UTR of a-skeletal actin does not decline during differentiation, 

but increases like the endogenous a-skeletal actin gene" (page 3, lines 4-7, a copy of this 

reference is enclosed). Thus, the 3*UTR of a-skeletal actin maintained its regulatory role 

when operably linked to a heterologous sequence. 

Blau also reported the ability of several 3'UTR fragments to maintain their 

regulatory function when operably linked to a heterologous bacterial P-glucuronidase 

reporter gene. Blau further notes that using the same reporter gene to study the function 

of several UTRs allows for a more direct comparison between the UTRs: 

The following example examines the regulatory properties of highly 
conserved regions (HCRs) within 3*UTRs that have retained greater than 
70% homology within stretches of 100 nucleotides over 30 million years. 
A retroviral vector system is used within a selectable marker that allows 
rapid delivery of 3*UTR-reporter constructs to populations of thousands of 
cells within one to two weeks, avoiding problems associated with clonal 
analysis and long-term selection. Moreover, this vector is modular, thereby 
permitting direct comparison of different HCRs on gene expression, 
independent of 5*UTRs, promoters, protein coding regions, and 
polyadenylation signals. Since the 5*UTR, promoter, coding region and 
polyadenylation signal are constant in this vector, the influence of HCRs on 
gene expression can be directly compared. Ten HCRs (c-fos, c-myc, 
transferrin receptor, bcl2, EFla, vimentin, omithine decarboxylase, 
fibronectin, HuD, and Ran), all of which are associated with proteins with a 
role in growth control, were examined. Using this methods and 
compositions of the invention, it is shown that HCRs can cause marked 
changes in mRNA and protein accumulation under steady state conditions 
and in response to changes in the cell milieu typical of sites where tumors 
develop. Nine often HCRs were found to decrease mRNA stability, to 
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different extents. Two HCRs altered mRNA translation under steady state 
conditions. Four HCRs mediated responses to changes in mitogen level by 
increasing reporter protein levels 2-fold; whereas two HCRs exhibited a 6- 
fold difference in their response to another environmental stress, hypoxia. 

Page 27, line 25, through page 28, line 11. 

Similarly, I have used polysome distribution analysis to compare the translational 
efficiency of an endogenous Her2 mRNA gene to the translational efficiency of a 
chimeric mRNA molecule containing both the 5*UTR and 3'UTR of Her2 operably linked 
to a luciferase reporter gene (U.S.S.N. 60/278,902; filed March 26, 2001). A chimeric 
Her2 UTR/reporter construct encoding this chimeric mRNA was stably transfected into 
the MCF7 breast cancer cell line. The resulting polysome distribution of the chimeric 
mRNA was similar to that of endogenous Her2 (Figures IB and ID containing this data 
from U.S.S.N. 60/278,902 are attached). This result indicates that the S'UTR and 3'UTR 
of Her2 maintained their regulatory activity when operably linked to the luciferase 
heterologous sequence. 

The 5*UTR and 3'UTR of Her2 were also shown to modulate the half-life of the 
chimeric mRNA molecule (U.S.S.N. 60/278,902). In MCF7 cells stably transfected with 
a control luciferase construct that did not contain any HER2 UTRs, the half-life of the 
luciferase mRNA was approximately 4 hours. In contrast, the mRNA corresponding to 
the stably transfected luciferase construct containing both 5' and 3' HER2 UTRs had a 
half-life of only approximately 1 hour. These data demonstrate that UTRs operably 
linked to heterologous coding sequences can modulate mRNA stability. 
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4. Heterologous sequences, such as reporter genes, can be readily identified by 
one skilled in the art. Examples of commonly used reporter genes include 
chloramphenicol acetyltransferase, firefly luciferase, renilla luciferase, P-galactosidase, 
secreted alkaline phosphatase, human growth hormone, p-glucuronidase, green 
fluorescent peptide, and red fluorescent protein, among others (see, for example, Ausubel 
et al, Current Protocols in Molecular Biology, John Wiley & Sons, 1995). 

5. I hereby declare that all statements made herein of my own knowledge are true 
and that all statements made on information and belief are believed to be true; and further 
that these statements were made with the knowledge that willful false statements and the 
like so made are punishable by fine or imprisonment, or both, under Section 1001 of Title 
18 of the United States Code and that such willful false statements may jeopardize the 
validity of the application or any patents issued thereon. 

Date: 

Anthony Giordano, Ph.D. 
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Figure IB - HER2/MCF7 
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Figure ID - HER2-Luc-HER2 
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FUNCTIONAL GENOMIC SCREEN FOR RNA REGULATORY SEQUENCES 
AND INTERACTING MOLECULES 



5 CROSS-REFERENCE TO RELATED APPLICATIONS 

This application claims priority to U.S. Provisional Patent Application Serial No. 
60/042,543 filed March 27, 1997 and to U.S. Patent Application Attorney Docket Number 
28600-20209.00, filed March 26, 1998. 



10 STATEMENT OF RIGHTS TO INVENTIONS MADE 

UNDER FEDERALLY SPONSORED RESEARCH 
Some of the research described herein was conducted under grant No. AG 09521 
from tiie National Institute of Aging. The United States Government may have certain 
rights in this invention. 
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TECHNICAL FIELD 
This invention is in the field of molecular biology. More particularly, it is in the 



field of RNA regulatory sequences affecting post-transcriptional processes, retroviral 
vectors and regulated expression systems. It is also in the field of fimctional genomics, 
20 involving the screening and identification of novel RNA regulatory sequences and 

molecules with v^hich they interact. 



BACKGROUND 

A complex regulatory circuitry underlies mammalian growth and differentiation. 

25 Although many tissue-specific regulators are transcription factors that bind DNA, others 

act indirectly. For example, regulators can sequester other regulators in intracellular 
compartments, bind cooperatively with ubiquitous transcription factors, modify these 
factors by changing their phosphorylation state, or facilitate their dimerization. Thxis, an 
elucidation of growth and differentiation control pathways requires a combination of 

30 assays based on binding to known molecules with assays based on function. 

The identification of regulatory elements required for correct expression of genes is 
an essential step in understanding their function. Most studies of the regulation of gene 
expression have focused on the initiation of transcription. However, it has been recently 
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recognized that, for many genes, post-transcriptional processes play a major role in 
determining when, where and at what level genes are expressed. 

Transcriptional controls influence gene expression by determining rates of mRNA 
production, but post-transcriptional controls are equally important in that they determine 
the amount of protein produced from an mRNA. In mammals, post-transcriptional control 
appears to be especially important for a cell's response to changes in the environment, 
such as heat shock (Sierra et al (1994), Mol Biol Rep. 19:21 1-220), the availability of 
iron (Hentze et al (1996) Proc. Natl Acad ScL USA 93:8175-8182), oxygen (Levy et al 
(1996) X Biol Chem 271:2746-2753; and McGary et al (1997) 1 Biol Chem 272:8628- 
8634), or growth factors (Amara et al (1 993) Nucleic Acids Res 21:4803-4809). Post- 
transcriptional mechanisms may also serve to check and balance transcriptional regulation 
of gene expression. Although splicing (Nilsen (1998) in RNA Structure and Function, R. 
W. Simons and M. Grunberg-Manago, eds., Plainview, New- York: Cold Spring Harbor 
Laboratory Press, pp. 279-308), integration of selenocysteine (Huettenhofer et al (1998) in 
"RNA Structure and Function," R. W. Simons and M. Grunberg-Manago, eds., Plainview, 
New- York: Cold Spring Harbor Laboratory Press, pp. 603-668), editing (Connell et al 
(1998) in "RNA Structure and Function," R, W. Simons and M. Grunberg-Manago, eds,, 
Plainview, New- York: Cold Spring Harbor Laboratory Press, pp. 641-667) and 
frameshifting (Atkins et al (1996) in "Translational Control," J. W. B. Hershey, M. B. 
Mathews and N. Sonenberg, eds., Plainview, New- York: Cold Spring Harbor Laboratory 
Press, pp. 653-684) are documented post-transcriptional control mechanisms, two 
particularly well established mechanisms for modulating gene expression post- 
transcriptionally are alterations in mRNA stability and mRNA translation efiBciency. Ross 
(1995) Microbiol Rev. 59:423-450; Izqui^ido et al (1997) Mol Cell Biol 17:5255-5268; 
and Yang (1997)/ Biol Chem, 272:15466-15473. 

It is now clear that protein noncoding sequences, such as 3 '-untranslated regions of 
messenger RNAs (3' UTRs), contain numerous regulatory elements that affect the 
transport, subcellular localization, translation and degradation of messenger RNAs 
(Jackson (1993) Cell 74:9-14). Some 3' UTRs (riboregulators) may even act in trans to 
affect the expression of other genes (Rastinejad et al (1993) Cell 72:903-917; L'Ecuyer et 
al (1995) Proc. Natl Acad Sci USA 92:7520-7524; and Davis et al (1996) Proa Natl 
Acad Sci. USA 93:508-5 13). As a result, riboregulators can have profound effects on cell 
proliferation, differentiation and cancer. Rastinejad et al (1993) Cell 75:1 107-1 1 17; 
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L'Ecuyer supra; Juptetal (1996) Cell Growth Differ 7:871-878; Chen era/. 
(1996) JnL J. Rod. Biol. 69:385-395); Jupe etai (1996) £xp. Cell Res, 224:128-135; and 
Janet al {\991)EMB01 16:6301-6313. 

Regulation of actin genes by 3*UTRs has been reported. Expression of a stably 
transfected chimeric gene of the 5' regulatory region of p-actin linked to the 3*UTR of 
a-skeletal actin does not decline during differentiation, but increases like the endogenous 
a-skeletal actin gene (Sharp et al (1989) Gene 80, 293-304). Conversely, when the 3'UTR 
of p-actin is linked to heterologous promoters, expression from these promoters, like the 
endogenous P-actin gene declines during differentiation (DePonti-Zilli etal. (1988) Proc. 
Natl Acad Sci, USA 85, 1389-1393). Blau et al (1993)7. Cell Biology Supplement 17 A: 
58, reported effects on cell growth exerted by the 3' untranslated regions of muscle 
structural genes. See also, Rastinejad et al (1 993) Cell 72, 903-917; L'Ecuyer et al, 
supra; and Davis et al (1996), supra. 

In general, however, there is a paucity of well-characterized examples of gene 
regulation in vertebrates by UTRs, due to the cumbersome nature of the available tools. 
The major approach to the study of UTRs to date has been to introduce a UTR-reporter 
gene construct, by transient or stable transfection, into an established cell line. However, 
transient transfections are difficult to control and suffer from low efficiency, variable 
expression levels and limited persistence of expression; while production of stably 
transfected clones is both time-consuming and labor-intensive. Furthermore, stable 
transfections yield only a few clones after weeks to months of selection, and the clones 
obtained from stable transfections may not be representative, especially if the 3'UTR has 
an adverse effect on growth. Thus, a method that overcomes these problems would be of 
great value for fimctional genomic screening. 

Highly conserved regions (HCRs) have been shovwi to exist within 3 'UTRs, and it 
has been speculated that these HCRs may play a role in mRNA metabolism. Duret et al 
(1 993) Nucleic Acids Res. 21 :23 1 5-2322. However, a rigorous test of the hypothesis that 
HCRs serve a regulatory ftmction, as well as elucidation of the mechanism of action of a 
HCR, have been difficult to achieve, for several reasons. First, plasmid-based expression 
systems presently available suffer from low efficiency, variable expression level and 
limited persistence of expression. Second, since 3 'UTRs invariably contain signals for 
mRNA 3' end formation, insertion of a 3' UTR into an expression vector will often cause 

premature transcription termination of transcripts important for the replication of the 

3 
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vector, thus making it difficult to propagate vectors containing 3' UTRs. Consequently, 
the nature of most 3' UTR post-transcriptional regulatory elements and the processes in 
which they are involved remain poorly understood, especially in mammals. Thus, there is 
a need in the art for methods to identify 3 'UTR sequences and elucidate their mechanisms 
of action in mammalian cells. Such methods require the ability to introduce and express 
wild-type and mutant 3 'UTR sequences efficiently and systematically in mammalian cells. 

Hofmann et al (1996) Proc. Natl Acad ScL USA 93:5185-5190, describe rapid 
retroviral delivery of tetracycline-inducible genes in a single autoregulatory cassette. The 
structure of the Tet repressor-tetracycline complex and regulation of antibiotic resistance 
has been described. Hinrichs et al. (1994) Science 264:418-420, The use of fluorescence 
histochemistry to monitor gene expression is presented in Mohler et al (1996) Proc. Natl 
Acad ScL USA, 93:12423-12427. 

SUMMARY OF THE INVENTION 

It is an object of the present invention to provide methods and compositions for the 
identification of RNA regulatory sequences. Such sequences can regulate the stability, 
localization, transport and/or translation of a mRNA molecule, or can regulate any other 
aspect of mRNA metabolism that will affect the levels or localization of the mRNA or its 
polypeptide product. 

It is a further object to provide a method for high-throughput screening for RNA 
regulatory sequences, enabling screening of, for example, oligo dT-primed cDNA libraries 
and other sequences which contain signals for mRNA 3 '-end formation. 

It is yet a further object to provide methods and compositions for post- 
transcriptional regulation of the expression of a therapeutic gene. Post-transcriptional 
regulation encompasses both positive and negative responses to environmental conditions 
including, but not limited to, stress, mitogen concentration, temperature, small molecules, 
oxygen tension, etc, A positive response will result in an increase in production of a 
polypeptide encoded by a therapeutic gene; a negative response will result in a decrease in 
production of a polypeptide encoded by a therapeutic gene. 

A further object of the invention is to provide compositions and methods for 
modulating the expression of genes related to pathogenesis Such modulation can include 
inhibition or activation of gene expression.. Such genes include, but are not limited to, 
oncogenes, viral genes, genes involved in apoptosis, genes involved in senescence, genes 
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involved in metastasis, genes involved in angiogenesis and genes involved in drug 
resistance. 

It is another object of the invention to provide methods for identifying molecules 
which interact with RNA regulatory sequences. Such molecules include, but are not 
limited to, proteins, RNA molecules, DNA molecules, small molecules, drugs, and ions. 

In accord with the aforementioned objects, the present invention provides 
compositions and methods for the identification, analysis and isolation and use of 
regulatory RNA sequences. These include, for example, post-transcriptional regulatory 
elements located in the untranslated regions (UTRs) of mRNAs, which can, in some cases, 
be identified by sequence conservation. RNA regulatory sequences also include sequences 
located in introns and 5' untranslated regions, protein-coding regions, and untranscribed, 
intergenic regions, or can comprise synthetic, non-naturally-occurring sequences, such as 
might be produced, for example, in a combinatorial library of random RNA sequences. 
Preferred are highly conserved regions of sequence (HCRs) located in 3 '-untranslated 
regions (UTRs). Regulatory RNA sequences identified through the practice of the 
invention regulate various aspects of messenger RNA metabolism, including but not 
limited to translation, mRNA stability, niRNA transport, mRNA localization, mRNA 
processing, insertion of selenocysteine and ribosomal frameshifting during translation of 
mRNA. Regulation can be positive or negative, and can occur in response to any type of 
environmental condition including but not limited to mitogen stimulation, growth factor 
stimulation, tissue damage, ischemia, infection (viral or bacterial), variations in oxygen 
tension (e.g., hypoxia), presence of cell-cycle regulators, stresses such as temperature (e.g., 
heat shock and cold shock) and pressure; variations in ionic strength (e.g., hyper-and 
hypotonicity, presence of specific ions, such as Ca^"*^ and pH, presence of metal ions, 
differentiation factors, angiogenic factors, senescence factors, toxins, carcinogens, 
teratogens, metabolites, extracellular matrix components, drugs, small molecules, and 
hormones. 

The invention further provides a method for high-throughput genomic screening to 
identify and characterize regulatory RNA sequences, utilizing a retroviral-based vector 
system in which post-transcriptional effects ciin be isolated from transcriptional effects and 
in which different post-transcriptional regulatory elements can be compared with one 
another in the absence of differential transcriptional effects. 
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The method, in one embodiment, utiUzes two or more retrovirus-based vectors. A 
reporter vector comprises a reporter gene encoding a detectable marker and optionally a 
transcription termination element {i.e,, a sequence specifying mKNA 3 '-end formation). 
The terms "transcription termination element " "polyadenylation site," "polyadenylation 
5 signal," and "sequence specifying mRNA 3'-end formation" are used interchangeably to 

refer to a site which defines the 3' end of a eukar>'otic messenger RNA. The reporter gene 
is transcribed from a regulatable promoter in opposite orientation to the direction of 
retroviral transcription. The orientation of reporter gene transcription is significant, 
because it permits the introduction of transcription termination elements (such as might 

10 accompany a regulatory RNA sequence) downstream of the reporter gene in a way that 

does not interfere with production of vector-specific messenger RNAs. This permits the 
screening of, for example, oligo dT-primed cDNA libraries fi-om mammalian cells which, 
by their nature, will contain transcription termination elements. 

Candidate regulatory RNA sequences are inserted either 5' (upstream, in the 

15 transcriptional sense) or 3' (downstream) of the reporter gene. Expression from the 

regulatable promoter is controlled by synthesis of transactivator and/or transrepressor 
proteins, encoded on one or more regulatory vectors. The expression pattern of the 
reporter gene in the absence and presence of candidate regulatory RNA sequences is 
evaluated for level of expression and/or localization of the gene product. Sequences 

20 having regulatory activity are identified by such effects, and may then be isolated and 

characterized. 

The invention further provides methods and compositions for identifying and 
characterizing molecules that interact with regulatory RNA sequences. 

The invention additionally provides compositions and methods for regulating 
25 messenger RNA metabolism and expression, utilizing regulatory RNA sequences 

identified by the practice of the invention, in operative linkage with a therapeutic gene. 

The invention also provides methods and compositions for modulating the 
expression of genes associated with pathogenesis. Such modulation can take the form of 
inhibition or activation of gene expression. Inliibition occurs at the post-transcriptional 
30 level through, for example, overexpression of a regulatory RNA sequence m a pathogenic 

cell so as to sequester factors which enhance or reduce the stability, translation, processing 
and/or localization of the mRNA product of a gene related to pathogenesis, thereby 
modulating the turnover, and/or the translation rate of the mRNA. 
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The invention also provides methods and compositions for expressing RNA 
molecules forming structures able to alter cellular or protein functions. Such RNAs can be 
expressed as a component of a mRNA molecule, using the methods of the invention. 

BRIEF DESCRIPTION OF THE DRAWINGS 
Figure 1. Vector system to study the function of highly conserved regions in 
3'UTRs 

Figure 1 A is a schematic representation of exemplary mammalian 3'UTRs studied 
here. Mammalian sequences were compared to their avian orthologues (except HuD, 
which was compared to X, laevis). Highly conserved regions (HCRs) are indicated by 
shaded boxes. Fragments that were cloned into the reporter vector are indicated by arrows. 
pA indicates that the endogenous polyadenylation site is present in the cloned fragment. 
The table in the right comer lists the species from which the HCRs were amplified, with 
the Genebank accession number and the HCR Database (ACUTS) identification number. 
Regions from which the primers were derived are indicated relative to the stop codon (+1 
is the first base after the stop codon). 

Figure IB shows a schematic diagram of the reporter retrovirus designed to study 
the role of regulatory RNA sequences in post-transcriptional gene regulation. GUS: 
bacterial beta-glucuronidase. pA: bovine growth hormone polyadenylation signal. 
CMVm 07: tetracycline operator fused to the CMV minimal promoter. SV40PURO: 
puromycin resistance gene under the control of the SV40 promoter. SIN: self-inactivating 
retroviral LTR. 

Figure 2. Effect of known HCRs on the expression of the GUS reporter 

Figure 2A shows a FACS analysis of tlie sorted populations. Cells infected with 
low amounts of retroviruses (1 copy of provirus per cell) were loaded with FDGluc and 
sorted for positive GUS activity. 

Figure 2B shows colorimetric detection of GUS activity. Cells from the sorted 
populations (see Figure 2A) were plated on tissue culture dishes and grown vntil they 
reached 50% confluence. They were then fixed for color detection. 

Figure 2C shows a Northern blot analysis of steady-state mRNA levels. A 

Northern blot of total RNA (10 \ig) from each of the HCR cell populations was 

simultaneously probed with two digoxigenin-labeled RNA probes directed against the 

GUS transcript (GUS) and against the ribosomal protein L32 (rpL) mRNAs. The 

7 
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concentration of the rpL probe is limited in order to diminish the rpL signal, whose 
intensity at saturating concentration would obscure the quantification of the GUS signal. 
Figure 3. Analysis of multicopy integration events 

The upper panel shows a Northern blot (1 0 of total mRNA isolated from each of 
the HCR cell populations) probed simultaneously with three digoxigenin-labeled RNA 
probes against GUS, rpL and puro transcripts. The concentrations of both ipL and pxiro 
probes are limited to avoid obscuring the GUS signals. The signal intensity of GUS 
transcripts reflects the steady state levels of GUS mRNAs in the different HCR 
populations. This amount of mRNA is not only dependent on the differential stability of 
the transcripts but also on the amount of copies of the gene in the cell population. The 
lower panel shows graphically the steady state mRNA levels corrected for the amount of 
copies of the retroviruses in the different populations and relative to (")HCR control cells. 
Quantitation of the signals was performed with the Lumi Analyst™ software. The bars 
were obtained by dividing the GUS values by the puro values and then by normalizing 
these ratios to the (-)HCR data. The rounded up corrected value is indicated on top of each 
bar. Data are representative of two experiments. 

Figure 4. Effects on translation efficiency 

In Figure 4 A, the upper panel displays the steady state mRNA levels of the 
different populations relative to tlie (-)HCR population. Values are means ± standard 
errors from three experiments. The middle panel shows levels of GUS enzymatic activity 
normalized for protein levels. Values are means =b standard errors from three experiments. 
The lower panel displays the amount of protein produced per amoimt of mRNA. These 
values are derived from the ratio of protein levels to mRNA level. Values are ratio of the 
specific means ± standard errors of the ratio. 

Figure 4B shows the absence of an effect on efficiency of translation by either the 
first or the second half of the vimentin 3 '-HCR. Values are means ± standard errors from 
three experiments. 

Figure 5. Stimulation by serum 

Cells that had been incubated for 24 h in 5% horse serum (poor serum conditions) 
were stimulated by an incubation for 48 h in 20% serum (rich serum conditions: 15% CS.+ 
5% PBS and compared to cells that remained in poor serum conditions. GUS enzymatic 
activities were determined and normalized for protein levels. The activity values relative 

to the (-)HCR counterpart are shown graphically: white bars indicate poor serum 

8 
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conditions, grey bars indicate rich serum conditions; values are means ± standard error 
from three experiments. 

Figure 6. Effect of hypoxia 

Cells were incubated for 15 h in hypoxic conditions (4 ppm O2) and compared to 
5 cells grown under normal conditions (i.e., approximately 21% O2, 5% CO2). GUS 

enzymatic activities were determined and normalized for protein levels. For each cell 
population the values obtained for the 1 5 h hypoxic time point were divided by tiie^alues" 
obtained for the nonhypoxic conditions. Values are means ± standard error from four 
experiments. 

10 Figure 7. Regulation of the inducible CMVm promoter. 

This figure shows a Northern Blot analysis of GUS mRNA from the (-)HCR cell 
population transduced either with MFG-rtTA or MFG-tTR vector, in the presence or 
absence of Doxycycline. The schemes at the bottom of the figure depict the influence of 
the different tetR on the inducible CMVm promoter in the absence or presence of Dox. 

1 5 Figure 8. Regulation of a growth-inhibitory gene with a regulatable vector 

Cells populations containing four retroviral vectors were selected. The vectors 
encoded 1) a tTR, 2) a rtTA, 3) GFP and puro resistance, and 4) pi 6 and CDS"^. Cells were 
propagated in the absence of doxycycline (to prevent growth arrest by pi 6), then exposed 
to various concentrations of dox to induce pi 6 expression. 

20 In Figure 8 A, 3-5 x 1 0"* cells were grown in 6 wells plates in the absence of dox, 

then for 3 days at the indicated concentration of Dox. 

In Figure 8B, 1 .0-1 .5 x 10^ cells were cultured for 5 days in 10 cm plates in the 
presence of 10|ig/ml Dox. The culture medium was then replaced with culture medium 
lacking Dox. The same region of the plate was photographed after 28 and 51 hours (the 

25 arrow indicates a large cell that did not move during that time period. 

DETAILED DESCRIPTION OF THE INVENTION 
The practice of the present invention will employ, unless otherwise indicated, 
conventional techniques in organic chemistry, biochemistry, oligonucleotide synthesis and 
30 modification, nucleic acid hybridization, molecular biology, microbiology, genetics, 

recombinant DNA, and related fields as are within the skill of the art. These techniques 
are fully explained in the literature. See, for example, Maniatis et al, MOLECULAR 
CLONING: A LABORATORY MANUAL, Cold Spring Harbor Laboratory Press (1982); 
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Sambrook et al, MOLECULAR CLONING: A LABORATORY MANUAL, Second Edition, Cold 
Spring Harbor Laboratory Press (1 989); and Ausubel, et al, CURRENT PROTOCOLS IN 
MOLECULAR BIOLOGY, John Wiley & Sons (1987, 1988, 1989, 1990, 1991, 1992, 1993, 
1994, 1995, 1996). 

5 A retroviral vector system, and methods for its use, are provided for genomic 

screening to identify and characterize novel regulatory RNA sequences. In one 
embodiment of the invention, regulatory RNA sequences are located in the untranslated 
regions of mRNAs. In a tv^o vector system, one vector contains a reporter gene in 
operative linkage to {i.e., that is controlled by) a regulatable promoter, while the other 

10 vector drives expression of a trans-acting factor (transactivator or transrepressor) that can 

bind to the promoter and thus control expression of the reporter gene. Three-vector 
systems are also possible, comprising a reporter vector, a regulatory vector expressing a 
transrepressor, and a regulatory vector expressing a transactivator. The term "operative 
linkage" is used herein to refer to the juxtapositioning of tw^o sequences (/.e., a gene and a 

15 regulatory sequence, a gene and a transcription termhiation element, a promoter and an 

operator) such that a regulatory function is exerted by one of the sequences on the other. 
The expression pattern of the reporter gene in the absence and presence of candidate 
regulatofy~RNA sequences is evaluated for one or more aspects of messenger RNA 
metabolism, such as level of expression and/or localization of the gene product. 

20 Sequences that play a role in, for example, stability, translation, processing, transport 

and/or localization of mRNAs are identified, and may then be isolated from the reporter 
vector, and characterized. Such regulatory RNA sequences can also have wider effects, on 
processes such as cellular physiology and protein activity, for example. 

The subject retroviral system is useful for studying untranslated RNAs, because 

25 there are minimal extraneous sequences. This provides an advantage because RNA 

secondary structure can alter its function and stability. Furthermore, through the practice 
of the invention, conditions can be obtained in which transcriptional effects are constant 
between reporter vectors containing different candidate regulatory RNA sequences, 
facilitating the direct comparison of the post-transcriptional effects of different regulatory 

30 RNA sequences. 

The use of retrovirus based vectors provides for a fast and efficient system that 
yields large populations of transfected cells, rather than a few clones. This makes the 

system more useful and accurate than transient or stable transfections. Unlike other 

iO 
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methods of DNA transfer, with retroviral vectors it is possible to purify cell populations in 
which the majority of cells contains a single copy of the reporter vector, enabling more 
accurate comparisons between different cell cultures. The expression of the reporter 
expression-unit in an antisense direction (with respect to vector transcription) allows the 
cloning of UTRs containing their natural polyadenylation sequences. Thus, a gene 
encoding a detectable marker can be replaced with another gene of interest together with 
its natural polyadenylation sequence, which may play a regulatory role in its expression. 

Due to their capability for stringent regulation of expression, the subject vectors are 
useful for studying gene expression in general. For example, they can be used for the 
regulated expression of cDNAs encoding toxic molecules that could adversely afifect cell 
growth or differentiation at low levels, which require tight control of transcription. Figure 
8 provides an example of regulated expression of the pi 6 gene, a gene involved in growth 
inhibition. The vector systems of the invention provide for regulated expression and 
characterization of untranslated RNAs or transcripts lacking an open reading jframe, e.g. 
HI 9, ribozymes, antisense RNAs, synthetic, non-naturally-occurring RNA molecules, etc., 
that can directly or indirectly affect cell metabolism, cell senescence, cell proliferation, 
differentiation and/or protein activity. For example, certain synthetic RNA sequences are 
capable of interacting with catalytic sites on proteins and with other RNA molecules. 
Controlled expression of therapeutic genes is achieved for gene therapy. Regulatable and 
tissue-specific expression of RNAs, e.g. ribozymes and antisense-RNAs, allows specific 
interference with the transcription and post-transcriptional regulation of, for example, 
oncogenic gene products involved in cancer. 

The regulatory RNA sequences identified by the practice of the invention will 
allow regulation of heterologous genes in response to a variety of environmental factors 
which include, but are not limited to, stress, temperature change, oxygen tension, hypoxia, 
pressure, injur)% ischemia, concentration of a mitogen or other growth-regulatory 
molecule, cell-cycle regulators, angiogenic factors, drugs or small molecules, and hormone 
concentration. Mitogens can include, but are not limited to, molecules such as epidermal 
growth factor, platelet-derived growth factor, fibroblast growth factor, nerve growth factor, 
insulin, insulin-like growth factor-! (IGF-I), insulin-like growth factor-II (IGF-II), vascular 
endothelial grov^ factor, and endotlielin. 

// 
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Structure of Vectors 

The vectors can be based on any virus or plasmid that is active in mammalian cells 
including, but not limited to, adenoviruses, poxviruses, herpesviruses (e.g., CMV, EBV) 
togaviruses (e,g., Semliki Forest Virus, Sindbis virus), retroviruses, lentiviruses, etc. 
Vectors can also include transposable elements, such as yeast retrotransposons and Ty 
elements, Drosophila transposable elements such as copia, human and mammalian 
transposable'elements, etc. In a preferred embodiment, both the regulatory andlfie" 
reporter vectors are based on mammalian retroviruses. An advantage of retroviruses is that 
their integration into the host genome allov/s for their stable transmission through cell 
division. 

In one embodiment, the regulatory vector comprises a gene encoding either a 
transactivating (TA), or transrepressing (TR) factor that acts to regulate the expression of 
the reporter gene. Expression of the TR or TA factor from the regulatory vector is 
typically under the control of the retroviral LTR (as described below), although other 
promoters active in mammalian cells may also be used. In a preferred embodiment, the 
degree of activation or repression can be modulated by adjusting the concentration of a 
compound in the cellular growth medium. For example, tetracycline (tet) can be used to 
modulate the activity of tet-dependent transrepressors and transactivators. A single 
regulatory vector can be used, to provide regulation either by activation or repression, or 
two regulatory vectors, one encoding a transrepressor and the other encoding an 
transactivator, can be combined to provide repression and activation in a single cell. The 
presence of transactivator and transrepressor in a single cell provides very sensitive 
modulation of expression of the reporter gene. This permits the use of growth-inhibitory 
genes in the reporter vector, whose unregulated expression might be toxic to the cell. Cells 
containing such genes can be propagated under conditions in wliich gene expression from 
the reporter vector is repressed. At the appropriate time, gene expression can be activated 
by, for example, a change in tet concentration in the medium, to study the effect of the 
growth-inhibitory gene. It is also possible to over-express a cloned gene in this system, by 
relieving repression and/or stimulating activation. 

Regulation of transcriptional activation is the result of interaction between 
transcriptional activators bound to c/5-regulatory elements, factors bound to basal 
transcriptional elements and the activity of transcriptional mediators, or coactivators. The 
absence or presence of any of these factors affect the level of transcription. Additionally, 



wo 98/42854 



PCTAJS98/06093 



factors may be present in an inactive form, where the factors are activated through 
chemical modification, particularly as the result of a cellular signaling mechanism. In 
some cases, signaling molecules are able to act directly to activate transcription. Any of 
these factors may be used as regulators in the subject vectors. By "transactivator," 
"transactivating factor," or "transcriptional activator" is meant a polypeptide or polypeptide 
domain that facilitates transcription from a promoter. Where the promoter is an inducible 
promoter, the transactivator activates transcription in response to a specific transcriptional 
signal or set of transcriptional signals. 

In one embodiment of the subject invention, the regulatory vectors comprise the 
MFG retroviral vector containing a tetracycline-regulatable transactivator (reverse tet- 
transactivator, rtTA) or tetracycline-regulatable transrepressor (tet-transrepressor, tTR). 
rtTA contains the VP16 activation domain (Gossen et al (1995) Science 268:1766-1769), 
and tTR contains the KRAB repression-domain (Deuschle et al (1995) Mol Cell Biol 
15:1907-1914). The tet-transfactors that are constitutively expressed from the 5'LTR 
promoter of MFG can bind to a tet operator sequence juxtaposed to the CMV minimal 
promoter and thus induce or repress promoter activity, respectively. Binding of the tet- 
transfactors is controlled by tetracycline or a derivative, e,g, doxycycline. 

"Tetracycline repressor protein," tetracycline repressor polypeptide," "tetR 
polypeptide," "tetR protein" and "tT" are used interchangeably herein to mean a 
polypeptide that exhibits both 1) specific binding to tetracycline and/or tetracycline 
derivatives; and 2) specific binding to tetracycline operator (tetO) sequences when the tetR 
polypeptide is not bound by tetracycline or a tetracycline analogue(s). "TetR polypeptide" 
is meant to include a naturally-occurring (i.e., native) tetR polypeptide sequence and 
functional derivatives thereof A reverse tetracycline repressor (rtT) refers to a 
polypeptide that binds to a tet operator sequence in the presence of tetracycline or a 
tetracycline analogue. For the purposes of the present invention, the major function of the 
tet repressor is to bind to a tet operator sequence, rather than to repress transcription, 
although, under certain conditions, steric repression of transcription by tet repressor in 
eukaryotic cells is possible. Accordingly, eitlier of these tet repressors (tT and rtT) can be 
fused to either a eukaryotic repression domain or to a eukaryotic activation domain to 
generate transactivators or transrepressors active in eukaryotic cells. In one embodiment 
of the present invention, the tet repressor (tT) is fused to a eukaryotic repression domain 

/3 
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(the KRAB domain) to form a tranrepressor (tTR); and the reverse tet repressor (rtT) is 
fused to the VP 16 transcriptional activation domain to form a transactivator (rtTA). 

Thus, in a preferred embodiment the invention comprises a system in which 
reporter gene transcription is regulated by a tet transcriptional transrepressor (tTR) and a 
reverse tet transcriptional transactivator (rtTA). These molecules function as dimers; 
hence the tTR and rtTA polypeptide monomers contain a dimerization domain, in addition 
to either a transcriptional repression domaiiTor a transcriptional activatiorfdomain. This 
presents a potential problem, as the most commonly used tet transactivators and 
transrepressors of the prior art share the same dimerization-domain (TetR, class B), 
leading to the possibility that heterodimers containing a repression domain and an 
activation domain will be formed in cells expressing both a tTR and a rtTA. To 
circumvent this problem, a preferred transrepressor utilizes the dimerization-domain of the 
bacterial TetR protein of class G, while the transactivator uses the class B dimerization 
domain. Since that class B and class G dimerization domains do not interact with each 
other to form dimers, heterodimers containing an activation domain and a repression 
domain caimot form. This allows the co-introduction of transactivators and transrepressors 
into the same cell. Thus, very efficient shutoff of reporter gene expression, combined with 
high induction levels, can be obtained by using two regulatory vectors: one encoding a tTR 
and the other encoding a rtTA. 

The tetracycline system is advantageous in that the effect of the transcript of 
interest can be studied by turning it on and off with a soluble drug without affecting the 
rest of the cell. By contrast classical ways of studying stability-control require treating the 
whole cell with chemicals such as actinomycin D and cycloheximide. 

Other transcriptional regulators of interest include the lambda phage 
repressor/operator system, E. coli trp operator/repressor, E. coli lac operator/represser, E. 
coli ara operator/activator, ecdysone regulatory sequences, and the like. Where a bacterial 
or plant specific operator or repressor is used, it will be fused to a transcriptional 
regulatory domain that is functional in mammalian cells. 

The reporter vector contains a reporter gene encoding a detectable marker in 
operative linkage with a eukaryotic promoter. The reporter gene can also be in operative 
linkage to a transcription termination element, such that transcription of the reporter gene 
is terminated at the transcription termination element. In eukaryotes, the 3 '-end of most 
transcripts is specified by a polyadenylation signal. Accordingly, in one embodiment of 

/V 
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the invention, a polyadenylation signal is located downstream (in the transcriptional sense) 
of the reporter gene. A preferred, efficient polyadenylation signal is that nonnally 
associated with the bovine grov^h hormone gene. Friedrich et al (1991) Genes Dev, 
5:1513-1523; and Pfarr e( al (1986) DNA 5:1 15-122. Certain candidate regulatory KNA 
sequences may include a polyadenylation signal; in these cases, the presence of a 
transcriptional termination element in the vector is optional. 

ITie reporter gene is transcribed from a regulatable promoter in opposite orientation 
to the direction of retroviral transcription. Candidate regulatory RNA sequences are 
inserted either upstream (to the 5' side) or downstream (to the 3' side) of the reporter gene, 
by way of one or more cloning sites, as appropriate. Particularly preferred is a vector in 
which multiple cloning sites (also known as "polylinkers") are inserted on the 5' and 3' 
sides of the reporter gene {i.e.y between the promoter and the reporter gene, and between 
the reporter gene and the transcription termination site, if present), so that candidate 
regulatory RNA sequences can be cloned either upstream or downstream of the reporter 
gene. Modification of the basal level of expression from the regulatable promoter can be 
controlled by transactivator and/or transrepressor proteins, encoded on the regulatory 
vectors. In certain embodiments, expression of the reporter gene is modulated at the 
transcriptional level through substances which affect the activity of the transactivators 
and/or transrepressors. The expression pattem of the reporter gene in the absence and 
presence of candidate regulatory RNA sequences is evaluated for level of expression, 
transport and/or localization of the mRNA and/or protein gene products. To verify the 
post-transcriptional effect of a regulatory RNA sequence, it can be cloned into a region of 
the vector where it will not be transcribed into an RNA colinear with that of the reporter 
gene. 

The ability to modulate expression from the reporter vector will be critical for 
situations in which a regulatory RNA sequence has growth-inhibitory effects, as in the 
case of, for example, cell-cycle regulators and tumor suppressors. In these situations, cell 
populations can be expanded with reporter vector expression switched off. The effect and 
properties of the regulatory RNA sequence can be studied at any time during growth of the 
cells, by switching on reporter vector transcription. Control of expression can be achieved, 
for example, by adjustment of the concentration of tetracycline (or a tetracycline analogue, 
such as doxycycline) in the medium, for cells in which expression is controlled by tet 
represser-containing transactivators and/or transrepressors. 
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In one embodiment of the invention, the reporter vector has the structure depicted 
in Figure 1 . The reporter vector includes the bacterial beta-glucuronidase (GUS) gene 
driven by a tetracycline-responsive cytomegalovirus (CMV) minimal promoter. 
Advantages of the GUS gene include its relatively small size (approximately 1.8 kilobases) 
and the many assays that are available for detection of its gene product, including 
histochemical, biochemical, and fluorescence-activated cell sorting (FACS) assays. The 
tetracycline-sensitivity results from the presence of a heptamerized tetracycline operator 
sequence (07) fused to the promoter. This 07 sequence allows for the binding of 
tetracycline-controlled regulatory factors (see below) which can induce or repress the 07- 
promoter. The GUS expression unit, which includes the 07CMV-promoter, the GUS- 
reporter, and a synthetic transcription-termination, i.e. a polyadenylation (p(A)) sequence, 
is placed in opposite (antisense) orientation to retroviral transcription. This allows 3'UTR 
sequences that contain p(A) sites to be cloned downstream of the GUS reporter. These 
p(A) sites would cause premature termination of retroviral transcription in the virus- 
producing cells if transcription of the GUS expression proceeded in the same direction as 
retroviral transcription initiated at the retroviral LTR promoter. In addition, the GUS 
vector contains a selectable marker, e.g. a puromycin resistance gene, the expression of 
which is controlled by an internal SV40 promoter, in the sense direction (with respect to 
retroviral LTR-initiated transcription). The presence of the puromycin-resistance gene 
allows for the selection of cells transduced with the GUS vector. 

Other reporter genes of interest include the green fluorescent protein (GPP), beta- 
galactosidase (Mohler et ai, supra), beta-lactamase (Zlokamik et al (1998) Science 
279:84-88), and the like. Beta-lactamase is a small protein whose substrate is cell- 
permeable without the requirement for osmotic shock. In addition, enzymatic signal 
amplification is possible with the beta-lactamase reporter. The GFP gene allows live 
capture of the kinetics of cellular distribution. GFP fluorescence is stable, 
species-independent, and can be monitored noninvasively in living cells. GFP 
fluorescence persists in formaldehyde-fixed cells, and GFP is well-suited for double- 
labeling experiments with other fluorescent markers. In addition to wild-type GFP, 
red-shifted GFP variants are available, including EGFP (GFPmutl; Cormack et al (1996) 
Gene), GFP-S65T (Heim et al (1995) Nature 373:663-664), and RSGFP (Delagrave et al 
(1995) Bio/Technology 13:151-154). 
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The reporter vector will frequently include a marker that allows for selection of 
cells into which the DNA has been integrated, as opposed to cells which have not 
integrated the vector. Various markers are known in the art, particularly antibiotic 
resistance markers, such as resistance to G418 (neomycin), hygromycin, puromycin, and 
the like. Alternatively, negative selection can be used, where the marker is the HSV-tk 
gene, which will make the cells sensitive to agents such as acyclovir and gancyclovir. 

The vectors include retroviral sequences that are required for packaging, 
integration and expression of the inserted selectable marker genes. The packaged vector is 
single stranded RNA, while the integrated provirus is double stranded DNA. The vector is 
"defective" in its inability to encode viral proteins required for productive infection. 
Replication requires growth in a packaging cell line that provides the gag^ poly and env 
proteins necessary for completion of the infectious cycle. For packaging of a vector 
genome to occur, a full-length transcript of the viral genome, initiated at the left-hand 
LTR, must be produced. If a regulatory RNA sequence comprising a transcription 
termination element is cloned into the vector in the same transcriptional orientation as the 
LTR-initiated transcript, production of a full-length viral transcript will be blocked, with a 
resultant decrease or abolition of packaging efficiency. In the reporter vectors of the 
invention, transcription of the reporter gene is in the opposite orientation to that of vector 
genome transcription. Hence, any transcription termination elements introduced along 
with a candidate regulatory RNA sequence will also be in an orientation opposite to that of 
vector transcription and will not block production of full-length vector transcripts. Thus, 
packaging efficiency will not be adversely affected. 

The vectors contain a V|/ sequence, which permits packaging of the retroviral 
genome. The \\f sequence is the region of the retroviral genome downstream from the 5' 
LTR, extending into the gag coding region (Danos et al (1 988) Proc, Natl Acad Set USA 
85:6460-6464). It has been found that there is no sharp delineation of functional 
sequences within this region, but that including more of the native sequence will provide 
for better packaging efficiency. It is preferred that the gag and v|/ sequences be derived 
from the same retrovirus species, e.g. MMLV, ALV, etc., and that the \|/ be positioned 
inunediately downstream of the 5' LTR. 

The sequences at the 5' and 3' termini of the vector are long terminal repeats 
(LTRs). A number of LTR sequences are known in the art and may be used. These 
include the MMLV-LTR; HIV-LTR; AKR-LTR; FIV-LTR; ALV-LTR; eta Specific 
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sequences may be accessed through public databases. Various modifications of the native 
LTR sequences are also known. The LTR consists of sequence elements known as U3, R 
and U5 in the following order; U3-R-U5. In general, the R and U5 regions are essential 
for promoter activity, while some small deletions or substitutions may be made in the U3 
region without the loss of promoter activity. The packaged retroviral RNA genome is 
known to exclude the 5' U3 sequence, and the 3' U5 sequence, thereby extending from R 
toR~ 

Generally the regulatory vector will have a functional 5' LTR. The 5' LTR acts as 
a strong promoter, driving transcription of the regulatory gene after integration into a 
target cell genome. Alternatively, expression of a regulatory gene can be controlled by any 
promoter active in mammalian cells, such as are known to those of skill in the art. 
Exemplary promoters include, but are not limited to, SV40 early, SV40 late, adenovirus 
major late, cytomegalovirus, polyomavirus, and poxvirus promoters. 

For the reporter vector, in a preferred embodiment of the invention, the promoter 
function of the LTR is inactivated. This is accomplished by a deletion of the U3 region in 
the 3 'LTR, including the enhancer repeats and promoter, that is sufficient to inactivate 
promoter function. After integration into a target cell genome, there is a duplication of the 

5' and 3' LTRs, resulting in a transcriptionally defective provirus, termed a 

"self-inactivating" (SIN) vector. A SIN vector can have one or more exogehoiis promoters 
instead of or in addition to the LTR. Transcription of the selectable marker can be driven 
by the LTR or, alternatively, can be controlled by an exogenous promoter such as those 
described infra. 

One may insert the vector sequence into an appropriate episomal vector, e.g, 
plasmid, EBV episome, BAG, YAC, etc., and manipulate the vector by restriction, 
insertion of the desired gene with appropriate transcriptional and translational initiation 
and termination regions, and then introduce the plasmid into an appropriate packaging 
host. The vector may be further modified to include functional entities that fmd use in the 
preparation of the construct, amplification, transformation of the host cell, etc. At each of 
the manipulations, one may grow the plasmid in an appropriate host, analyze the construct 
to ensure that the desired construct has been obtained, and then subject the construct to 
further manipulation. When completed, the plasmid or excised virus may then be 
introduced into the packaging host for packaging and isolation of virus particles for use in 
the genetic modification. o 
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Recombinant helper-free retrovirus production depends on a cell line that produces 
the necessary viral proteins. This ensures that the virus has the capacity to infect only one 
target cell and is then incapable of producing or transmitting virus to other cell types. 
These viral proteins include those encoded by the gag^pol and env genes, where each gene 
may produce polyproteins that are further processed after translation. A number of 
suitable packaging cell lines are known in the art, see for example, Mulligan (1993) 
Science 260i926-932; Pear a/. (1993) Proc. NatCAcad Set USA 90:8392-8396; and 
Mami et al (1983) Cell 33:153-159. Packaging cells are transfected with the retroviral 
DNA of interest by any suitable method, e.g. electroporation, CaP04 precipitation, DEAE- 
dextran, liposomes, particle bombardment, etc. The packaged virus is then collected from 
the supernatant of the packaging cells. 

The host cell specificity of the retrovirus is determined by the envelope protein, env 
(pi 20). The envelope protein is provided by the packaging cell line, and is not encoded in 
the vector itself Envelope proteins are of at least three types, ecotropic, amphotropic and 
xenotropic. Retroviruses packaged with ecotropic envelope protein, e.g. MMLV, are 
capable of infecting most murine and rat cell types. Ecotropic packaging cell lines include 
BOSC23 (Pear et al, supra) and m>JX-E. Retroviruses bearing amphotropic envelope 
protein, e.g. 4070A (Danos et al, supra.), are capable of infecting most mammalian cell 
types, including human, dog and mouse. Amphotropic packaging cell lines include PA12 
(Miller et al. (1985) MoL Cell Biol 5:431-437); PA317 (Miller et al, (1986) MoL Cell 
Biol 6:2895-2902) GRIP (Danos et al (1988) Proc. Natl Acad. Set. USA 85:6460-6464); 
and \|;NX-A. The Phoenix (4WC) vectors are available by contacting the following 
internet address http://www-leland.stanford.edu/group/nolan/. Retroviruses packaged with 
xenotropic envelope protein, e.g. AKR env, are capable of infecting most manmialian cell 
types, except murine cells. Preferred packaging cell lines are derivatives of hiunan 293 
cells (ATCC CRL 1573), which rapidly take up and express high levels of transiently 
introduced DNA. Useful methods for the concentration of virus from cell supematants 
include calcium mediated precipitation (Morling et al (1995) Gene Therapy 2:504'50i); 
dialysis; affinity chromatography; or chromatography on a nickel column. 

Screening for Post-transcriptional Regulatory Elements 

Candidate regulatory RNA sequences are inserted into cloning sites in the 
regulatory vector, either 5' or 3* to the reporter gene as appropriate. Multiple cloning sites 

/9 
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(i.e., "polylinkers") are preferred. Functional genomics is possible by testing untranslated 
RNA sequences for function. The subject vectors are useful for screening single, defined 
sequences. In another embodiment of the invention, the vectors are used to screen 
multiple sequences from a library (e.g., a cDNA library) or database. The sequence or 
sequences is inserted into the polylinker cloning site by conventional recombinant 
techniques. Because transcription of the reporter gene in the reporter vector proceeds in an 
orientation opposite to that of the LTR-initiated transcript,~it is possible, in the vectors of ~ 
the invention, to insert sequences from an oligo dT-primed cDNA library (which contain 
transcription termination elements) without adversely affecting packaging of the vectors 
by interfering with production of full-length retroviral transcripts. This is especially 
important for screening cDNA libraries, as oligo dT-primed cDNA will contain 
polyadenylation sites specifying transcription termination. 

In a preferred aspect of the invention, regulatory RNA sequences are derived from 
untranslated regions (UTRs) of messenger RNA. However, the practices of the mvention 
are equally applicable to translated sequences, nontranscribed genomic sequences and 
synthetic sequences, such as those produced in combinatorial libraries. There are a 
nximber of sources for UTRs to be screened. In general, mRNA and cDNA sources are 
preferred to chromosomal sequences, in order to decrease the amount of non-transcribed 
sequences present. The mRNA may be from fetal, neonatal, junior (< 12 y) or adult tissue, 
where the cells are of the desired type, e.g. myogenic, endothelial, fibroblast, epithelial, 
neuronal, mucosal, cutaneous, hematopoietic, keratinocytes, hepatocytes, adipocytes, 
chondrocytic, osteogenic, and the like. Methods for the synthesis of cDNA from mRNA 
are well-known in the art (e.g. , Sambrook et al. , supra; and Ausubel et al. , supra) and 
may include amplification with specific or non-specific primers, e.g. RT-PCR, 3*RACE, 
etc. Regulatory RNA sequences from introns can be obtained firom nuclear pre-mRNA, 
/.e.,hnRNA. 

Published databases and commercially available Ubraries may be used as a source 

of UTRs. For example, EST sequences are frequently generated by poly-A priming of 

mRNA, and are therefore a rich source of 3'UTR sequences. These sequences are 

available through Genbank dbEST, or libraries are available. A database for highly 

conserved, 3'UTR sequences can also be accessed. Duret et al. (1994) Nucleic Acids Res. 

22:2360-2365; and Duret et al (1996) Comput. Appl BioscL 12:507-510. 

^0 
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One may employ a genomic or cDNA library, where the fragments present in the 
library are relatively small as compared to the entire gene, or even the cDNA , so as to 
exclude at least about 25%, more usually at least about 75% of the total cDNA other than 
the 3*UTR, Methods for construction of cDNA libraries are well-known to those of skill in 
the art. See, for example, Ausubel et al, supra; and Sambrook et al, supra. Shortened 
cDNA sequences can be achieved with oligo dT priming, polymerase chain reaction 
rescue, and the like. As mentioned infra, the method of the invention is particularly 
suitable for screening oligo dT-primed cDNA libraries, because the transcription 
termination elements present in such libraries are cloned in opposite transcriptional 
orientation to the retroviral genome transcript, and will thus not interfere v^dth the 
production of full-length LTR-initiated transcripts required for packaging. 

One may use a subtraction library to enrich for regulatory elements associated with 
the target cell type. Alternatively, where the gene is known, one can cleave at a site 
adjacent to the terminal codon, and perform a polymerase chain reaction, using, as primers, 
oligonucleotides which recognize the sequence of the terminal codon and poly A, so as to 
limit amplification to sequences in the 3'UTR, or the like. For introns or other imtranslated 
sequences outside of tlie 3' untranslated region of a mRNA, genomic DNA may be 
required. Alternatively, in some transcripts, such as hnRNA and nuclear pre mRNA, one 
or more introns is retained. Such retained introns could be identified in the cDNA, once 
the gene is shown to have a regulatory activity that is unassociated with the expressed 
protein. Non-mRNA transcripts, such as those produced by RNA polymerases I and III, 
are also a source of candidate regulatory RNA elements. 

After the candidate sequences are inserted into the reporter vector, the vector is 
screened for the effect of the inserted sequence on expression of the reporter gene. 
Modulation of mRNA metabolism, including expression (e.g., translation rate), stability, 
localization, transport, processing or developmental regulation, for example, as compared 
to the reporter gene in the absence of the candidate regulatory sequence, is indicative of a 
regulatory function. Modulation of mRNA metabolism by a regulatory RNA sequence can 
be assayed under various environmental conditions, including but not limited to mitogen 
stimulation, growth factor stimulation, tissue damage, ischemia, infection (viral or 
bacterial), variations in oxygen tension (e.g., hypoxia), presence of cell-cycle regulators, 
stresses such as temperature (e.g., heat shock and cold shock) and pressure; variations in 
ionic strength (e.g., hyper-and hypotonicity, presence of specific ions, such as Ca^"*) and 
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pH, presence of metal ions, differentiation factors, angiogenic factors, senescence factors, 
toxins, carcinogens, teratogens, metabolites, extracellular matrix components, drugs, small 
molecules, and hormones. 

Regulatory RNA sequences can be found in natural association with, or can be 
placed into operative linkage with genes encoding polypeptides of therapeutic utility, 
including but not limited to oncogenes, cell cycle regulators, differentiation factors, 
regulators of cell metabolism, regulators of senescence, molecules involved in cell-cell 
interactions, and molecules involved in cell-matrix interactions. Additional polypeptides 
of therapeutic utility, whose expression can be controlled by regulatory RNA sequences, 
include hormones, oncogenes, tumor suppressors, antigens, metabolic enzymes, 
senescence regulators, cell death genes, growth regulators, structural components and 
membrane components. 

Typically, an assay will include one or more control samples having reporter gene 
only. Assays can also include control samples in which the reporter gene is operatively 
linked to a UTR or regulatory RNA sequence whose regulatory properties have already 
been characterized. Controls can also be performed in which a candidate regulatory RNA 
sequence is inserted in the regulatory vector in a region where it will not be included in the 
transcript of the reporter gene. Assays of interest for quantitating expression levels are 
well-known in tlie art. These include analysis of mRNA levels and analysis of the gene 
product. A number of methods are available for quantitating mRNA levels to determine 
mRNA stability, for example. These include, but are not limited to, hybridization (e.g.. 
Northern blots, dot blots, etc.), RNase protection and quantitative polymerase chain 
reaction (PCR), RNA localization may be determined by in situ hybridization, for 
example. 

Detection of the gene product, to determine the translation rate of a mRNA, for 
example, may utilize enzymatic assays, particularly those that produce a colored or 
otherwise detectable product, gel electrophoresis, detection of fluorescence, 
chemiluminescence, antibody binding, etc. For example, GFP may be directly quantitated 
by a spectrophotometer. It can also be used in analysis by fluorescence-activated cell 
sorting (FACS), or photographed through a microscope for localiMtion of the protein 
product. Enzymatic assays and substrates for the detection of reporters including, but not 
limited to, beta-galactosidase, GUS, beta-lactamase, alkaline phosphatase, peroxidase, 
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luciferase, etc. by biochemical, histochemical or FACS analyses are well-known to those 
of skill in the art and are commercially available. 

Antibodies specific for certain reporter genes may be used in screening 
immunoassays. For example, detection may utilize staining of cells or histological 
sections, performed in accordance with conventional methods. The antibodies of interest 
are added to the cell sample, and incubated for a period of time sufficient to allow binding 
to the epitope, usually at least about 10 minutes. The antibody may be labeled with 
radioisotopes, en2ymes, fluorescers, or other labels for direct detection. Alternatively, a 
second stage antibody or reagent is used to amplify the signal. Such reagents are well 
known in the art. For example, the primary antibody may be conjugated to biotin, with 
horseradish peroxidase-conjugated avidin added as a second stage reagent. Final detection 
uses a substrate that undergoes a color change in the presence of the peroxidase. 
Fluorescent or chemilumiscent substrates may be used in conjunction with enzymatic 
labels. The absence or presence of antibody binding may be determined by various 
methods, including flow cytometry of dissociated cells, microscopy, radiography, 
scintillation counting, etc. 

Characterization and Utility of Regulatory UTRs 

In one embodiment of the invention, regulatory RNA sequences which are derived 

from mRNA untranslated regions (UTRs) are transcribed and are normally associated with 

at least one exon in the mRNA. In other embodiments, UTRs from non-mRNAs, such as 

RNA polymerase I and RNA polymerase III transcripts, are obtained. The UTRs are 

transcribed from genomic DNA and may be processed, either being removed from the 

transcription product, by splicing, or remaining and forming part of the messenger RNA, 

as in the case of the 3'UTR. UTRs can be obtained from the 5' untranslated region, an 

intron, or the 3' untranslated region. Of particular interest are the 3*UTRs of genes 

associated with specific cellular functions. 

Particularly preferred are highly conserved regions (HCRs), which are regions 

which are highly conserved between different organisms. In a preferred embodiment, 

highly conserved regions (HCRs) are defined as sequences within 3 'UTRs that have 

retained greater than 70% homology within stretches of 100 or more nucleotides between 

organisms that diverged more than 300 million years ago. In one embodiment, 

conservation is determined as described by Duret et aL (1993) Nucleic Acids Res. 21:2315- 

^3 
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2322. Briefly, sequences are compared between different classes of vertebrates, such as, 
for example, mammalian, avian and reptilian (and related organisms). While sequences 
having greater than 70% homology are preferred, sequences with conservation of less than 
70% may be used, for example 30% or e.g. 50%. Furthermore, it will be apparent, to those 
of skill in the art, that conserved sequence elements shorter than 1 00 nucleotides can also 
be determined by this or similar methods. The UTRs are primarily associated with genes 
that are translated, and may include domains of RNA genes, such as the telomerase primer, 
RNA associated with a ribosome, e,g. 5S RNA, tRNA, or the like. A UTR can comprise 
all or a part of the naturally occurring untranslated region associated with an exon. Some 
HCRs may be located within the 3' UTR. 

Usually, a naturally occurring HCR will be at least about 100 nucleotides, more 
usually, at least about 1 50 nucleotides. The active portion may be 60 nucleotides or more, 
frequently at least about 75 nucleotides, and not more than about 1000 nucleotides. A 
minimal sequence may be defined which is a portion of the naturally occurring HCR, 
which can fulfill at least 25%, preferably 50%, and most preferably 75% of the activity of 
the naturally occurring HCR. The HCRs may be associated with regulation of the 
expression of a number of genes in trans. 

The regulatory RNA sequences can be used in a variety of ways, particularly as 
agents for the modulation of cell differentiation and/or division, cell metabolism and 
physiology, protein function, etc, ; using the regulatory RNA sequence or its 
complementary sequence. In addition, regulatory RNA sequences may be used in affinity 
bmding assays for identifying molecules which interact with regulatory RNA sequences to 
mediate their effects. 

Levels of expression of endogenous pathologically-relevant genes that are 
controlled by regulatory RNA sequences can be modulated using the methods and 
compositions of the invention. For example, expression of an endogenous gene, involved 
in a pathological condition, that is controlled by a positively-acting regulatory RNA 
sequence {i.e., one which acts to increase levels of the gene product) can be modulated by 
using the vectors of the invention to overexpress the same positively-acting regulatory 
RNA sequence in affected cells. Factors which interact with the positively-acting 
regulatory RNA sequence to mediate its effect will be sequestered by the exogenous 
overexpressed copies of the regulatory RNA sequence, preventing them from interacting 
with the endogenous RNA and thus blocking the positive effect of the regulatory RNA 
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sequence. Alternatively, expression of a RNA sequence that is complementary to the 
positively-acting regulatory RNA sequence (/.e., an antisense sequence) can block the 
positive effect of the endogenous regulatory RNA sequence by forming a duplex which 
prevents binding of factors which normally interact vnth the sequence to mediate its effect. 
These and similar strategies can be applied, for example, to cells expressing an oncogene, 
to reduce expression of the oncogene product, or to virally-infected cells, to lower the 
levels of key transcripts whose products are required for viral replication or cell ~ 
transfonnation. 

In similar fashion, overexpression of exogenous regulatory RNA sequences can be 
used to increase the levels of a therapeutic gene product that is normally negatively 
regulated by an endogenous negatively-acting regulatory RNA sequence. 

By virtue of the various regulatory activities of regulatory RNA sequences, nucleic 
acid compositions, proteins and small synthetic molecules which serve as mimetics may 
find use in this invention. Thus, the range of molecular w^eights of compounds, may vary 
fi'om about 0.2 to 5 kD for small synthetic or small naturally-occurring organic molecules 
(distinguished from naturally occurring polymeric molecules, such as proteins, nucleic 
acids and polysaccharides), to natiorally occurring polymeric molecules which may range 
to as high as about 200 kD, e.g. IgM. Generally the oligopeptides and oligonucleotides 
will be at least about 1 kD and not greater than about 10 kD, while the larger polymeric 
molecules will usually be at least about 10 kD, more usually at least about 30 kD. 

High-throughput screening for regulatory RNA sequences is facilitated by the 
modular structure of the reporter vector and by the ability to sort cell populations by FACS 
to select cells containing only a single retroviral insertion This reduces the possibility, 
when cloning cDNA libraries into retroviral vectors, of obtaining cells with multiple 
retroviral insertions, wherein reporter gene expression might be controlled by several 
different regulatory RNA sequences. 

Exemplary applications of regulatory RNA sequences 

The regulatory RNA sequences of the invention can be used to regulate the 
expression of therapeutic genes. For example, genes whose overexpression would be 
desirable in certain situations mclude genes encoding inhibitors of viral replication, genes 
encoding bacteriostatic and/or bacteriocidal products, genes involved in cell death or 
apoptosis, tumor suppressors, oncogenes, genes encoding hormones, genes encoding cell 
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cycle regulators, and genes involved in proliferation. Regulated expression of genes 
involved in, for example, cell cycle regulation, cell metabolism and senescence may be 
desirable in other situations and can be achieved through the practice of the present 
invention. The practice of the invention allows regulation of therapeutic genes in response 
to environmental factors such as, for example, mitogens, angiogenic factors, and hypoxia, 
which are particularly relevant to cancer treatment. A therapeutic gene or a gene of 
interest can be regulated, through the mediation of a regulatory RNA sequence, by 
additional environmental conditions including but not limited to mitogen stimulation, 
growth factor stimulation, tissue damage, ischemia, infection (viral or bacterial), variations 
in oxygen tension {e.g., hypoxia), presence of cell-cycle regulators, stresses such as 
temperature (e.g., heat shock and cold shock) and pressure; variations in ionic strength 
(e.g., hyper-and hypotonicity, presence of specific ions, such as Ca^"*^ and pH, presence of 
metal ions, differentiation factors, angiogenic factors, senescence factors, toxins, 
carcinogens, teratogens, metabolites, extracellular matrix components, drugs, small 
molecules, and hormones. In addition to their use in regulating expression of a mRNA to 
which they are operatively linked, HCRs can be used to regulate the expression of 
antisense RNA molecules which can exert either positive or negative effects, in tranSj on a 
second RNA molecule (see supra). Examples of molecules whose expression can be 
negatively or positively controlled by regulatory RNA sequences, either in cis or in trans, 
include, but are not limited to, oncogenes, cell cycle regulators, differentiation factors, 
regulators of cell metabolism, regulators of senescence, molecules involved in cell-cell 
interactions, and molecules involved in cell-matrix interactions. 

In addition, the methods and compositions of the invention can be used to regulate 
expression of potentially toxic or growth-inliibitory genes. Such genes can be placed 
under the tight regulation obtained with the tTR and rtTA-expressing regulatory vectors 
described infra. An example is provided supra, wherein use of the vectors of the invention 
allows both tight repression of the growth-inhibitory effects of the pi 6 gene and dose- 
dependent induction of p 1 6 expression. 

Regulation of a mRNA by a regulatory RNA sequence can include, for example, 
regulation of its stability, localization, nucleocytoplasmic transport, and translation rate. 
Changes in the aforementioned properties with respect to state of development or 
differentiation can also be mediated by a regulatory RNA sequence. This has implications 
for certain aspects of ex vivo gene therapy, chemotherapy, radiation therapy and immime 
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therapy in which stem cells are removed from a patient prior to treatment and reinfused 
into the patient after treatment. Current methods suffer from the inability to prevent stem 
cells from differentiating during culture outside of the patient. Thus, a regulatory RNA 
sequence which increases the stability and/or the translation rate of a mRNA encoding an 
inhibitor of differentiation, for example, is useful in this respect. 

Regulatory RNA sequences can be used for analysis of mRNA and/or cDNA 
populations in functional genomics applications. For example, an array of different HCRs 
can be hybridized to a population of cDNAs isolated from cells that have been subjected to 
a particular environmental condition. The hybridization profile of the array is compared to 
a profile obtained by hybridizing cDNA from cells prior to their exposure to the particular 
environmental condition under study. HCRs to which cDNAs hybridize after, but not 
before exposure to the particular environmental condition are candidates for regulatory 
RNA sequences that mediate the response to the particular environmental condition under 
study. 

The following examples are set forth so as to provide those of ordinary skill in the 
art with a complete disclosure and description of how to make and use the subject 
invention, and are not intended to limit the scope of what is regarded as the invention. 
Efforts have been made to insure accuracy with respect to the nimibers used (e.g. amounts, 
temperature, concentrations, etc) but some experimental errors and deviations should be 
allowed for. Unless otherwise indicated, parts are parts by weight, molecular weight is 
weight average molecular weight, temperature is in degrees centigrade; and pressure is at 
or near atmospheric. 

EXAMPLES 

The following example examines the regulatory properties of highly conserved 
regions (HCRs) within 3'UTRs that have retained greater than 70% homology within 
stretches of 100 nucleotides over 30 million years. A retroviral vector system is used with 
a selectable marker that allows rapid delivery of 3'UTR-reporter constructs to populations 
of thousands of cells within one to two weeks, avoiding problems associated with clonal 
analysis and long-term selection. Moreover, this vector is modular, thereby permitting 
direct comparison of different HCRs on gene expression, independent of 5'UTRs, 
promoters, protein coding regions, and polyadenylation signals. Since the 5'UTR, 

promoter, coding region and polyadenylation signal are constant in this vector, the 

^7 
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influence of HCRs on gene expression can be directly compared. Ten HCRs (c-fos, c- 
myc, transferrin receptor, bcl2, EFla, vimentin, ornithine decarboxylase, fibronectin, 
HnD, and Ran), all of which are associated with proteins with a role in growth control, 
were examined. Using this methods and compositions of the invention, it is shown that 

5 HCRs can cause marked changes in mRNA and protein accumulation under steady state 

conditions and in response to changes in the cell milieu typical of sites where tumors 

^ aevelopTNine of ten HCRs were foimd to decreasemRNXstability, to different extents. 

Two HCRs altered mRNA translation under steady state conditions. Four HCRs mediated 
responses to changes in mitogen level by increasing reporter protein levels 2-fold; whereas 
10 two HCRs exhibited a 6-fold difference in their response to another environmental stress, 

hypoxia. 

MATERIALS AND METHODS 
Plasmid construction 

15 Vectors were constructed by using standard cloning procedures. To construct the 

reporter retrovirus, the following basic components were used: a 300 base pair (bp) 
Sacl/Xhol fragment of the beta-geo clone (Friedrich et al, supra) for the bovine growth 
hormone polyadenylation signal; a 1 .0 kilobase pair (kbp) Sall/Clal fragment of pBabe 
puro (Morgenstem et al (1 990) Nucleic Acids Res, 18:3587-3596) for the SV40-puro 

20 cassette; a 1 .0 kbp SspI/BamHI fragment of pBabe puro for the 5' LTR; a 1 .8 kbp 

Sse8387I/EcoRI fragment of pGUSN358->S (Clonetech) for the coli GUS gene; a 3.0 
kbp BamHI/SspI fragment of the Retrotet vector (Hofmann et al, supra) for the self- 
inactivating (SIN) 3 'LTR and most of the retroviral backbone; and a 0.5 kbp XhoI/EcoRI 
fragment of the Retrotet vector (Hofmann et al, supra) containing the 07CMV inducible 

25 promoter (seven tet operators juxtaposed to a CMV minimal promoter). All internal 

elements between the two LTRs were cloned sequentially in a Bluescript plasmid 
(Stratagene) containing a long polylinker. The plasmid backbone was then replaced with a 
retroviral backbone by XhoI/BamHI digestion. 

The HCRs were amplified from the genome of the indicated species (Figure 1), 

30 except for the Ran and EFl-a HCRs, which were amplified from EST clones. The 

positions of the amplification primers are shown in Figure 1 . The vim a HCR (Figure 4) 
was amplified with the primers complementary to nucleotides 3-22 and 138-157. The vim 
b HCR (Figure 4) was amplified with primers complementary to nucleotides 138-157 and 
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273-292. Amplifications were performed using the Expand™ High Fidelity PGR system 
(Boehringer Mannheim). Amplified fi*agments were purified by gel electrophoresis and 
cloned directly in the Srfl site of a modified pCR-SCRIPT™ SK(+) phagemid 
(Stratagene). This vector was modified by replacing the BamHI-Kpnl polylinker with an 
AscI site, resulting in destruction of the BamHI site. Amplified HCRs were sequenced and 
found to be identical with the published sequences of those HCRs, except for the HuD 
HCR, which was found to be deleted for its 3 '-terminal 23 nucleotides. All the HCRs 
were cloned in the reporter retrovirus with the restriction enzymes AscI (5 'end) and BstXI 
(3' end). 

The transrepressor retrovirus (MFG-tTR) was constructed by cloning a 
NcoI/BamHI fragment containing tetR-KRAB (Deuschle et al,, supra) into the Ncol and 
BamHI sites of the MFG retroviral backbone. Riviere et al (1995) Proc, Natl Acad. Set 
USA 92:6733-6737. The transactivator retrovirus (MFG-rtTA) was constructed by cloning 
a firagment encoding tetR-VP16 (Gossen et al (1992) Proc Natl Acad Sol USA 89:5547- 
5551) into tlie Ncol and BamHI sites of the MFG retroviral backbone. 

Tissue culture 

The mouse embryonic fibroblast cell line C3H10T1/2 (fiirther indicated as lOTl/2 
cells) was purchased fi-om ATCC (CCL-226; batch F-1 1839), lOTl/2 cells were 
propagated in growth media (GM) consisting of DME (Irvine Scientific) with 20% serum 
(15% calf serum (OS) + 5% fetal bovine serum (FBS), both fi-om Hyclone). The 
retroviral-packaging cell line Phoenix-E was obtained fi"om Dr. Gary Nolan (http://www- 
leland.stanford.edu/group/nolan/). Phoenix-E cells were grown in DME with 10% FBS. 
All media were supplemented with glutamine and penicillin/streptomycin according to the 
manufacturers recommendations. Cells were grown at 5% CO2. 

Transcriptional activity from the tetracycline-regulated 07CMVm promoter was 
controlled by the tetracycline analogue Doxycycline hydrochloride (Sigma). Relevant 
concentrations are indicated in the figures. 

When necessary cultures were selected in the presence of the drug puromycin 
dihydrochloride (Sigma) at a concentration of 2.0-2.5 ^g/ml. For selection, cells were 
grown in the presence of the drug for at least three generations. 
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Production of retrovirus: transfections and transductions 

Retroviral particles were produced using a transient transfection procedure. 
Briefly, a 50-70% confluent 60 mm-dish of Phoenix-E cells was transfected mtti about 3 
of plasmid DNA and incubated for 12-16 lirs. Subsequenfly, the medium was replaced 

5 and the cells further incubated overnight. Next, the retrovirus-containing medixim was 

harvested, and either used directly for infection of target cells or frozen at -80*'C for future 
\ise. After harvest, fresh medium was added to the dish and it was re-incubated and 
re-harvested. The procedure was repeated 3-4 times before the packaging-cells were 
discarded. Transfections were performed using the lipofectamine procedure (Life 

10 Technologies) according to the supplier's recommendations. In this case each 60 mm dish 

received a mix of 27 \i\ lipid + 3 ^g DNA. 

For transductions, target cells received undiluted viral supernatant to which 
polybrene (Aldrich) was added at a final concentration of 8 ml. Cells were then 
returned to the incubator for about 10-15 min, after which the dish containing the 

15 transduced cells was centrifiiged at 2500 rpm for 45-60 min in a Beckman GPR centrifuge. 

The medium in the dishes wa^ then replaced and cells were retumed to the incubator for 
fiirther growth. Transduction efficiency could be assessed by FACS analysis (see below) 
and was commonly above 50%. If lower efficiencies were required, the virus-containing 
supernatant was diluted prior to transduction. 

20 

FACS Analysis and cell sorting 

1 OTl/2 cells were trypsinized and collected by centrifugation. Cells were 
resuspended in 100-200 nl of phosphate buffered saline (PBS) supplemented with 5% FBS 
(PBS/FBS), at room temperature. Cells were loaded with substrate by mixing the cell 

25 suspension with an equal volume of FDGlcU (Molecular Probes) dissolved in water, 

exposing the cells at 50% tonicity. After incubation at room temperature for 3-5 min, 2 ml 
of ice-cold PBS/FBS was added to the loaded cells to restore isotonicity. Addition of ice- 
cold buffer prevents the leakage of substrates and products across the cell membrane. The 
cold PBS/FBS mix contained 1 |xg/ml propidium iodide for fluorescent labeling of the 

30 dead cells. Cells were maintained on ice until they were subjected to FACS analysis and 

sorting, which were performed as previously described. Nolan et al, (1988). Proc. Natl 
Acad Set USA 85:2603-2607. 

30 
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Coloriraetric staining for GUS activity 

The presence of the GUS reporter-gene product, beta-glucuronidase, was assayed 
by first fixing cells in 4% paraformaldehyde/0.25% glutaraldehyde (Sigma) in 100 mM 
sodium phosphate buffer, pH 6.6, for 3 min at room temperature, followed by reaction 
5 with 1-2 mM 5-bromo-4-chloro-3-indolyl-P-D-glucuronic acid (Gold Biotechnology) in a 

solution of 10 mM EDTA, 0.5 mM K3Fe(CN)6, K4Fe(CN)6, and 0.5 ml Triton X-100 (New 
England Nuclear) in 100 mM sodium phosphate buffer at 37*^C, for several hours to 
overnight. The glucuronic acid stock was prepared in dimethylformamide at 40 mM and 
stored at -20*^0, in the dark. 

10 

Northern Blot Analysis 

Total RNA was isolated using the RNeasy Kit (Qiagen) according to the 
manufacturer's instructions. The RNA was denatured, electrophoresed in a 0,8% agarose 
formaldehyde gel (Davis et aL (1986). Basics Methods in Molecular Biology, New- York: 

15 Elsevier), transferred overnight to Nytran 0.45 |im membranes (Schleicher and Schuell) 

and UV-crosslinked in a Stratalinker (Stratagene) at an intensity of 70 mJ. Membranes 
were prehybridized for at least Ih in HB (50% deionized formamide, 2X SSC, 2% 
blocking solution (Boehringer Mannheim), 0.1 % N-Lauroylsarcosine, 0.02% sodium 
dodecyl sulfate) and hybridized overnight at 68°C in HB (2.5 ml/100 cm^) containing 

20 digoxigenin-labeled RNA probes. The filters were then washed twice at room temperature 

for 5 min each in 2X SSC/0.1% sodium dodecyl sulfate, followed by two washes of 20 
min each at 68°C in 0.1 X SSC/0.1% sodium dodecyl sulfate. Chemiluminescent detection 
with the substrate CDP* (Tropix) was performed according to the protocol provided by 
Boehringer Mannheim with minor modifications. Spicher et al (1994) Dev, Biol 164:72- 

25 86. The blots were imaged for 5 min followed by a 30 min exposure with the Lximi- 

Imager™ and the signal was quantified with the LumiAnalyst™ software (Boehringer 
Mannheim). 

Digoxigenin (DIG)-labeled riboprobes were synthesized and tested according to 
Boehringer Mannheim instructions provided with the RNA labeling kit. The Gus 
30 riboprobe (1.8 kb) was synthesized with T7 RNA polymerase and the rpL32 (Kaspar et al 

(1992) J. Biol Chem. 267:508-5 14) riboprobe (0.5 kb) was synthesized with T3 RNA 
polymerase. 
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GUS activity assay 

Cells were harvested by centrifugation at 1000 rpm and the cell pellet was lysed in 
lysis-buffer consisting of Z-buffer (60 mM Na2HP04, 40 mM NaH2P04, 10 mM KCl, 
1 mM MgS04, pH 7.0) with 0.2% NP-40 (Sigma). For each lysate, a dilution series in Z- 
bufifer was plated in a 96-well plate format with each well containing 100 ^1 of sample 
volume. Using a multichannel pipetter, an equal volume of chemiluminescent substrate 
(Glucuron diluted 1 ; 1 00 in water, Tropix) was added to each well according to the 
recommendations of the supplier. The plate was then incubated at room temperature for 3- 
4 hrs. Subsequently, 100 ul of Light-Emission- Accelerator solution (Tropix) was added 
followed immediately by analysis of the 96-well plate with the Lxmii-Imager™(Boehringer 
Mannheim). Total protein content in the extracts was determined \ising the Biorad total 
protein assay and a microplate reader (Biorad model 450). 

RESULTS 

Many genes contain Highly Conserved Regions (HCRs) in their 3*UTRs 

A comparison of nucleotide sequences of orthologous genes from different classes 
of vertebrates led to the discovery of Highly Conserved Regions (HCRs) in the 
untranslated regions (UTRs) of mRNAs. These HCRs were defined by Duret et aL (1993), 
supra, as regions characterized by more than 70% homology over at least 100 nt between 
organisms that diverged more than 300 million years ago. This strong conservation 
contrasts with an approximately 30% similarity expected between related UTR sequences 
that are not subject to selective pressure. Duret et aL, (1993), supra. Moreover, in greater 
than 10% of the cases analyzed, the degree of sequence conservation within HCRs in the 
3'-imtranslated region is higher than that in the protein coding region of the gene. HCRs 
in the 3' UTRs were found in 3 0% of the 370 known genes that are orthologous between 
mammals and birds. This high degree of sequence conservation between evolutionariiy 
distant species suggests that HCRs in 3 'UTRs have a significant fimction. 

To test this hypothesis, the role of ten different HCRs in post-transcriptional 
regulation of gene expression was analyzed (Figure 1 A). Three of the HCRs tested were 
from 3 'UTRs that had well-documented effects (c-myc, c-fos, transferrin receptor); these 
served as controls for the assay. The UTRs harboring the other seven HCRs selected for 
study had not previously been rigorously investigated for potential regulatory fimction. 
They were chosen because they not only exliibited a high degree of evolutionary 
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conservation but were also associated with encoded products with known functions in cell 
cycle control and differentiation. For example, bcl2 prevents apoptosis and provides a 
selective growth advantage to many cell types. The gene encoding ornithine 
decarboxylase (ODC) is amplified in certain tumors (Thomas et al (1991) Breast Cancer 
Res, Treat 19:257-267) and ODC levels correlate with proliferative capacity. 
Extracellular matrix components, such as fibronectin, alter growth and differentiation of 
many cell types. Proteins involved in translation control, like the eucaryotic elongation 
factor EF-la, have been found to be associated with cancer. Sun et al. (1997) Cancer Res. 
57:1 8-23. Ran is a GTPase that that has been implicated in numerous processes like 
nuclear-cytosolic trafficking or cell cycle progression. Ren et al (1995) Mol Cell Biol 
15:21 17-2124. Levels of vimentin, like those of c-myc, increase in mitogen-stimulated 
cells. Ferrari et al (1990) Cancer Res. 50:1988-1991. HuD has been implicated in both 
Drosophila and human cell differentiation and development. Thus, each of the HCRs 
analyzed is associated with a mRNA that encodes a product with a role in growth, 
differentiation, or transformation. To explore the possibility that these HCRs function in 
determining levels of expression of their associated proteins by altering mRNA stability or 
translation, a method was developed for efficient and well-controlled delivery of HCRs to 
cells. Following delivery of HCRs to cells, their effects both on steady-state mRNA and 
protein levels were analyzed, as well as their potential to mediate responses to stresses 
such as changes in growth factors or oxygen concentration. 

The retroviral system for analysis of 3'UTRs 

To determine whether HCRs within 3'UTRs have a role in regulating gene 
expression, a retroviral vector was constructed that allows a rapid and efficient assessment 
of HCR function in populations of hundreds of thousands of cells (Figure IB). Two 
transcription units were included: one encodes a reporter gene (bacterial beta- 
glucuronidase, GUS), the other encodes a selectable marker (the puromycin resistance 
gene product, designated puro). The modular design of the vector, which has convenient 
linker sequences and restriction sites, allows HCRs to be inserted as desired and their 
effects on a standard reporter mRNA or protein to be studied in the absence of their own 
5*UTR, promoter or poly adenylat ion (poly A) sequence. For example, the reporter gene, 
GUS, is flanked by two polylinkers allowing ready introduction of any given 5' or 3' UTR 
sequence. 
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Another feature of the retroviral vector is that transcription from the CMV minimal 
promoter used in all constructs is antisense to transcription from the viral LTR. This 
feature allows the retroviral expression of a 3'UTR sequence with a nonviral 
polyadenylation signal, either its own or a well characterized bovine growth hormone 
(bGH) poly (A) sequence. See, for example, Pfarr et al (1 986) DNA 5: 1 1 5-122. In the 
sense orientation, inclusion of a polyadenylation signal within a candidate regxilatoiy RNA 
sequence, such as a 3'UTR, would not be possible, as it wotild arrest 5'LTR-ihitiated 
transcription prior to the transcription stop signal located in the 3 'LTR, thereby impairing 
replication and production of infectious virus. However, the ability of a vector to 
accommodate an endogenous polyadenylation signal is important because many HCRs are 
juxtaposed to polyadenylation signals and cannot easily be separated from them (see 
Figure 1). For those HCRs which are separated from the polyA tails of their mRNAs, the 
bGH polyadenylation signal is used. 

A self-inactivating (SIN) sequence within the LTR is necessary in order to express 
CMV promoter-directed transcripts of the reporter gene in antisense. Following infection 
of the target cell, the SIN vector, which contains a deletion in the enhancer and promoter 
sequences of the 3 'LTR, transfers this deletion to the 5'LTR, resulting in the 
transcriptional inactivation of the provirus (Hofmann et aL, supra). This inactivation is 
essential in order to avoid production of transcripts directed by the strong regulatory 
elements located in the 5'LTR of the wild-type provirus, which would contain antisense 
sequences with respect to the reporter gene transcript. 

GUS was selected as the reporter gene because it has many substrates which allow 
a range of assays. For example, the distribution of cells expressing the GUS enzyme can 
be analyzed in a transduced population and live cells separated and isolated according to 
their GUS activity using the fluorescence activated cell sorter (FACS). Lorincz et al 
(1996) Cytometjy 24:321-329. In addition, GUS activity can be histochemically 
monitored at the single cell level using a colorimetric substrate. Kyle et aL (1992) Beta- 
Glucuronidase (GUS) Assay in Animal Tissue. In "GUS Protocols," S, R. Gallagher, ed. 
(San Diego: Academic Press), pp. 1 89-204. Finally, the amount of GUS protein produced 
can be determined by a highly sensitive quantitative chemiluminescent enzyme assay 
(conunercially available from Tropix). A further advantage of GUS is that endogenous 
GUS activity in most mammalian cells (and therefore background levels of the enzyme) 
are low, especially when detection reactions are performed at neutral pH, which is optimal 
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for the bacterial but not the mammaHan enzyme. Gallic et al, (1992). GUS as a Useful 
Reporter Gene in Animal Cells. In "GUS Protocols," S. R. Gallagher, ed. (San Diego: 
Academic Press), pp. 181-1 88. Moreover, the GUS coding sequence is relatively small 
(1.8 kb) which is advantageous in order that the other components of the retrovirus can be 
included. 

Characterization and validation of an assay for regulatory RNA sequences 

To characterize the retroviral vector system shown in Figure IB, three HCRs from 
UTRs well known to alter mRNA stability (and therefore protein accimiulation) were 
tested. In each vector tested, only the HCR differed. Moxise embryonic fibroblasts 
C3H10T1/2 (lOTl/2) were transduced with retroviruses containing either no HCR or 
HCRs from the c-myc, c-fos or transferrin receptor (TfR) 3 'UTRs (Figure 1 A). 
Populations of thousands of cells obtained one week after transduction were analyzed for 
GUS expression by FACS. To control for potential differences due to copy mmiber, these 
initial studies were carried out with populations in which the majority of cells harbored a 
single integrant. This was achieved by transducing cell populations at different viral titers 
and using only those populations in which less than 20% of the cells expressed GUS, as 
determined by FACS. According to the Poisson distribution, more than 96% of the GUS- 
expressing cells will have only one copy of the retrovirus. For each of the three HCRs 
tested, tlie sub-population of transduced cells expressing GUS above background levels 
was collected, expanded in culture, and reanalyzed by FACS. The enrichment was 
successful, as the FACS plots reveal that essentially all of the cells analyzed expressed 
significant GUS activity. The shape of the plots, or range of GUS expression, was similar 
for each of the HCR-expressing cell populations. This range reflects the random 
integration of the retrovirus in regions of the genome that differ in their transcriptional 
activity. 

For each of these three HCR sequences, the peak, or mean value of GUS activity 

was determined for the cell population (Figure 2 A). In this figure, the X-axis depicts GUS 

activity on a logarithmic scale and tlie shift of the peaks relative to the (-)HCR controls is 

due to the effect of the specific HCR sequences on the post-transcriptional regulation of 

expression of tlie GUS gene in the different cell populations. The c-fos HCR had the most 

marked effect, followed by c-myc and TfR. The mean value of the (-) HCR control cell 

population was 73, compared to 54 for the TfR HCR, 45 for the c-myc HCR, and 34 for 

3^ 
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the c-fos HCR. These data show that FACS analysis is sufficiently sensitive to provide a 
rapid qualitative indication of the effects of a given HCR on protein expression levels in 
large populations of cells with random integration sites, and provides a high-throughput 
method of screening for regulatory RNA sequences. 

A single cell analysis of GUS activity by histochemical assay gave results that 
paralleled those obtained by FACS, revealing a general range of activity in the cell 
population that was specific for each HCR. The c-fos HCR population had barely 
detectable GUS activity in this assay, followed by increasing amounts of blue staining in 
the c-myc HCR, TfR HCR and (-)HCR cell populations, respectively (Figure 2B), 
corroborating the results of the FACS analyses. The range in GUS expression exhibited 
among individual cells of a given HCR-expressing population provided further evidence 
that the cell populations containing a single copy of the integrated retrovirus are 
polyclonal. Such heterogeneity of expression levels also indicate that the effect of an HCR 
on the post-transcriptional regulation of GUS expression cannot be accurately assessed 
using cells derived from one or a few clones of stable integrants. These results underscore 
the need to study a polyclonal population of cells with a broad range of integration sites. 

To analyze the effect of the HCRs on mRNA stability, the steady state level of 
expression of GUS mRNA in the three HCR expressing cell populations was determined 
by Northern Blot (Figure 2C). The blot was hybridized simultaneously with two different 
digoxigenin-labeled RNA probes that detect the mRNA encoding GUS and the mRNA 
encoding the ubiquitous ribosomal protein L32 (rpL), which serves as an internal control 
and allows correction for RNA loading. In this assay, as in the previous two assays, the 
accxunulation of GUS mRNA was most profoundly altered by the c-fos HCR, followed by 
the c-myc and TfR HCRs, which also led to production of reduced levels of GUS 
transcripts relative to controls. 

Thus, using three assays (FACS, histochemistry, and Northern), all three HCRs led 
to the production of significantly reduced amounts of reporter (GUS) protein and mRNA 
levels. These findings confmn the results obtained with the 3'UTRs of these genes by 
others. In addition, the assays described here allow a direct comparison of the effects of 
c-fos, c-myc and TfR HCRs on post-transcriptional gene regulation, since the only variable 
is the HCR. The results show that the HCR of c-fos reduces mRNA accxmiulation to a 
greater extent than that of c-myc or TfR. These findings validate the retroviral test system 

a4 
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for the study of post-transcriptional changes in gene expression mediated by regulatory 
RNA sequences. 

Identification of novel HCRs that affect post-transcriptional gene expression 

5 Seven additional HCRs were introduced into reporter vectors containing a GUS 

gene. To analyze the effect of these 7 "test" HCRs on mRNA stability, steady state levels 
of expression of GUS mRNA in tlie different HCR-expressing cell populations was 
determined by Northern Blot. lOTl/2 fibroblasts were transduced vwth retroviral vectors 
containing either no HCR, an HCR from one of the 3 well characterized 3'UTRs (c-fos, 

1 0 c-myc and TfR) or one of the 7 "test" HCRs. The test HCRs had not previously been 

characterized with respect to their fimction in post-transcriptional regulation. The 1 1 cell 
populations were sorted by FACS for GUS expression and expanded by growth in culture. 
To expedite and facilitate the analysis of several HCRs in parallel, cell populations were 
isolated irrespective of transduction efficiency. 

15 In this experiment, the SV40-puro transcription imit was used to control for the 

number of integrants per cell in each cell population, precluding the need for a genomic 
Southern blot. Both GUS and puro transcription units are on the same vector, v\dth the 
GUS transcription unit being potentially affected by the HCR, whereas expression of the 
puro transcription miit is not. Thus, expression of puro mRNA, as detected on Northern 

20 blots following correction for RNA loading (by comparison to rpL32 mRNA levels) is 

proportional to the number of retroviral integrants. 

The Northem blot in Figure 3 A was hybridized simultaneously with three 
digoxigenin-labeled RNA probes specific to transcripts for GUS, puro, and rpL32. 
Accurate quantitation of the differences in chemiluminescent signals shown in Figure 3 

25 was made possible by using a higlily sensitive luminometer (Lumi-Imager™; Boehringer 

Mannheim) that exhibits a linear dynamic range over 1 : 10000. This linear range, which is 
100-fold greater than that obtained with X-ray films, allows quantitation of a wide range of 
very strong and very weak signals with a single exposure. To determine the relative 
stability of the GUS-HCR mRNAs in each cell population, the values obtained for GUS 

30 were divided by the values obtained for puro and expressed as a percentage of the values 

obtained for the (-)HCR population. 

The hypothesis that GUS/puro signals provides an indication of the specific effects 

of the HCR was validated, as similar results were obtained for the three well-characterized 

J7 
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UTRs (c-myc, c-fos, and TfR). The results relative to the (-)HCR control for these three 
HCRs were similar for single copy integrants (Figure 2C) and for multicopy integrants 
(Figure 3). The destabilizing properties of the HCR of c-fos were most profound, with the 
c-myc and TfR HCRs also causing significant reductions in GUS mRNA accumixlation. 
Thus, the results obtained either by using puro mRNA levels to normalize multicopy 
integrants or by selection of single copy integrants (Figure 2C) were similar, validating the 
simpler, less labor-intensive multicopy approach used in all subsequent experiments. 

The results shown in Figure 3 demonstrate the striking effects of HCRs on mRNA 
accumulation. With the exception of the Ran HCR, all of the HCRs tested had a. 
destabilizing effect on GUS mRNA. The Ran HCR yielded mRNA steady state levels 
comparable to the (-)HCR control population. The HCR of c-fos was the most potent 
destabilizer, leading to an accumulation of less than 10% of the levels of control (-)HCR 
transcripts, a level readily quantitated by the Lumi-Imager™, but not revealed using the 
exposure parameters of X-ray film (Figure 3). The second most destabilizing HCR was 
that of omitliine decarboxylase (ODC), which resulted in 30% of the levels of control (-) 
HCR transcripts. This effect of the ODC 3'UTR on mRNA stability has not previously 
been reported. The remaining 5 test HCRs (EFl-a, vimentin, fibronectin, bcl2, and HuD) 
all caused a 30 to 50% decrease in steady state GUS mRNA levels. 

Efficiency of translation is altered by HCRs 

To determine the effect of HCRs on translation, the steady state levels of GUS 
mRNA (Figure 4 A) were compared to the steady state levels of GUS enzyme activity 
(Figure 4B) for a number of HCR-expressing cell populations. For this purpose, GUS 
enzyme activity was determined by a chemiluminescent assay performed in 96 well plates 
and quantified using the Lumi-Imager'^'^. As a measure of translation, GUS activity values 
were corrected for the amount of total protein in the extracts and expressed relative to the 
values obtained for the (-)HCR population. 

Most of the HCRs analyzed had no effect on the translation efficiency of GUS 
transcripts. This was clear from a comparison of the top panel, GUS mRNA accumulation, 
with the middle panel, GUS activity (i.e., protein accumulation). In most cases, the 
amount of mRNA determines the amount of protein, as depicted in the bottom panel of 
Figure 4A, which shows the ratio of GUS activity to GUS mRNA. Two HCRs, however, 
led to a marked lack of correlation between mRNA and protein levels, suggesting that they 
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have an important effect on GUS mRNA translation. The c-fos HCR led to a decrease not 
only in mRNA accumulation but also in protein accumulation; the net effect being a 3-fold 
translational repression of the GUS transcript. By contrast, the vimentin HCR enhanced 
translation by 2-fold. These results demonstrate that specific HCRs can alter gene 
expression post-transcriptionally at the level of mRNA translation. 

Since the vimentin HCR (Figure 1 A) is comprised of two highly conserved regions 
(80-90% conservation) separated by a region that is not as highly conserved, a test was 
conducted to deteiTnine if one of these two regions would sufiBce for the observed 
enhancement of translation. These two regions were therefore separately cloned and the 
effect of each sub-region was assayed. The GUS Activity/GUS mRNA ratio was 
individually detemiined for each of the two sub-regions in transduced cell populations. In 
neither of these cases was the strong effect obtained with the intact vimentin HCR 
detected. Rather, the activity/mRNA ratios were similar to those obtained with the (-)HCR 
control population. These results suggest that tlie vimentin HCR requires both elements 
and cannot be disrupted without altering its function. 

HCRs mediate responses to changes in mitogen concentration 

The ability of HCRs to alter gene expression at the post-transcriptional level in 
response to a stress, such as a change in growth factor concentration in the culture 
medium, was tested. For this purpose, HCR-transduced cell populations were grown in 
poor serum media for 14 hours. Thereafter, half of the cultures remained in poor serum 
media while the other half were shifted to rich serum media. GUS activity was determined 
in the different HCR-expressing cell populations 24 hours later (Figure 5). Five of the 
HCR-expressing cell populations showed no difference in GUS activity in response to 
changes in mitogen levels, including c-fos, TfR, bcl2, EFla, and vimentin. By contrast, 
four of the HCRs responded to mhogen stimulation by inducing a two-fold increase in 
GUS protein levels. Thus, certain HCRs mediate post-transcriptional mechanisms by 
which cells can significantly increase the levels of specific growth related proteins. 

HCRs can respond to changes in ox}'gen concentration 

Since regions of tumors are often hypoxic, and cells that are transformed adapt to 

such changes and continue to grow, the ability of HCRs to alter gene expression in 

response to the stress induced by changes in oxygen tension was tested (Figure 6), 

3^ 
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Populations of cells expressing either the c-fos HCR or the bcl2 HCR were cultured at 4 
parts per million O2 for 1 5 hours. GUS activity was determined and expressed as a 
function of the GUS activity in control cultures grown in parallel under normal culture 
conditions of 21 % O2 and 5% CO2. Under conditions of hypoxia, the c-fos HCR induced 
5 an increase in GUS protein levels, and the bcl2 HCR reduced GUS protein levels, such that 

the c-fos HCR produced GUS levels that were 6-fold greater than those observed for the 
bcl2 HCR. Thus, in response to an environmental stress such as low oxygen, HCRs can 
have marked post-transcriptional effects on gene expression that may be critical for cell 
survival. 

10 

Modulation of HCR expression levels 

The utility of this retroviral system for the study of HCR function can be enhanced 
by providing for modulation of the dosage of the HCR. In theory, this should be possible 
with the reporter vector described herein, since seven copies of the tet-operator precede the 

15 CMV minimal promoter (Figure 1). All of the experiments presented thus far exanuned 

the effects of HCRs on gene expression using basal expression from the CMV minimal 
promoter. To test whether the expression of the promoter could be regulated, cells 
containing the a reporter vector without an HCR were super-infected with a second 
regulatory vector. The regulatory retrovirus can encode either a tetracycline-regulatable 

20 fusion protein comprised of the E. coli tet repressor (that binds the tet operator in the 

absence of tet or its analogues) fused to the KRAB repression domain of the human Koxl 
zinc finger protein (tTR, Deuschle et al., supra) or it can encode a mutant ("reverse") tet 
repressor (which binds tet operators in the presence of tet or its analogue) fused to the viral 
VP16 activation domain (rtTA). Gossen et al. (1995) supra. In the absence of tet (or its 

25 analogue dox), tTR binds the tet operator and represses transcription. In the presence of 

dox, the tTR is sterically inhibited from binding the tet operator adjacent to the CMV 
minimal promoter, so transcription is not repressed and proceeds at a basal level. On the 
other hand, when the (-)HCR cell line is infected with the regulator retrovirus encoding the 
mutant ("reverse") tet transactivator, basal transcription levels are obtained in the absence 

30 of dox, while, in the presence of dox, the rtTA binds the tet operator, stimulating maximal 

induced levels of transcription. Figure 7 shows that the basal level of transcription used in 
all of the studies reported thus far can be decreased or increased at will in the same HCR- 
expressing cell population by altering the concentration of dox. An even wider range of 
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dosages can be obtained by using two regulatory vectors: one encoding a tTR and the other 
encoding a rtTA. Thus, by converting the system to a binary or ternary retroviral vector 
system, the effects of dosage on cell proliferation and differentiation can be readily 
assayed. 

5 

Regulated expression of a growth-inhibitory gene 

The pi 6 gene induces cell-cycle arrest by inhibiting the cyclin-dependent kinases 
CDK4 and CDK6. This prevents them from phosphorylating and inactivating the tumor 
suppressor gene RB, thereby inhibiting progression through the cell cycle. Thus, cells 

10 expressing high levels of pi 6 fail to divide. 

An experiment was designed to test whether expression of pi 6 could be regulated 
tightly enough to prevent its growth-inhibitory activities from being expressed in 
transfected cells. C3H1 OTl/2 cells were transduced with a reporter retrovirus encoding 
GFP as an inducible reporter and puromycin resistance as selectable marker. This 

15 GFP-expressing cell line was superinfected with two regulator retroviruses: one expressing 

rtTA and the other expressing tTR. The combination of the activator and repressor in the 
same cell line enables tight control of reporter gene expression. This inducible ceU line 
was then superinfected with a reporter retrovirus encoding the mouse pi 6 gene as an 
inducible cassette and the gene coding for CDS as selectable marker. CD8-positive cells 

20 were selected by cell sorting. The CDS- and GFP-positive cell population was propagated 

in culture medium lacking doxycycline (dox), to prevent cell growth arrest through pi 6 
expression. 

Cells were then exposed, for three days, to different concentrations of dox and 
photographed. The results show a dose-response of the cells to increased pi 6 expression. 

25 As seen in Figure 8 A, with increasing concentrations of dox (which leads to increased pi 6 

expression) fewer cells are observed. The effect of pi 6 on cell growth is reversible, upon 
removal of dox from the culture medium. Figure SB shows that, after 5 days culture at 
lO^ig/ml Dox, withdrawal of dox led to an increase in cell density. Thus, the regulatable 
vector systems of the invention can be used to hold in check the expression of potentially 

30 toxic genes or regulatory RNA sequences, and limit theh expression to particular times or 

locations by simple adjustments of the cellular growth medium. 

All publications and patent applications cited in this specification are herein 
incorporated by reference as if each individual publication or patent application were 
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specifically and individually indicated to be incorporated by reference. The citation of any 
publication is for its disclosure prior to the filing date and should not be construed as an 
admission that the present invention is not entitled to antedate such publication by virtue of 
prior invention. 

5 Although the foregoing invention has been described in some detail by way of 

illustration and example for purposes of clarity of understanding, it will be readily 
apparent to those of ordinary skill in the art in light of the teachings of this invention that 
certain changes and modifications may be made thereto without departing fi-om the spirit 
or scope. 
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CLAIMS 

What is claimed is: 

1 . A viral vector for identification of a regulatory RNA sequence, the vector 
comprising viral regulatory sequences and a reporter gene, wherein the reporter gene is in 
operative linkage to a promoter, wherein a cloning site is located downstream of the 
reporter gene, and further wherein transcription of the reporter gene proceeds in an 
orientation opposite to that of transcription initiated at the viral regulatory element. 

2. The vector according to claim 1, wherein the viral vector is a retroviral vector. 

3. The vector according to claim 2, wherein the viral regulatory sequences 
comprise long terminal repeat (LTR) sequences, 

4. The vector according to claim 3, wherein, the LTR sequences are self- 
inactivating. 

5. The vector according to claim 1 , wherein the vector further comprises a 
polyadenylation signal, wherein the downstream cloning site lies between the reporter 
gene and the polyadenylation signal. 

6. Tlie vector according to claim 5, wherein the polyadenylation signal is the 
bovine growth hormone polyadenylation signal. 

7. The vector according to claim 1, wherein the vector further comprises a cloning 
site between the promoter and the reporter gene. 

8. The vector according to claim 4, wherein the vector further comprises a cloning 
site between the promoter and the reporter gene. 

9. The vector according to claim 8, wherein the promoter is a regulatable 
promoter. 

10. The vector according to claim 9, wherein the promoter is a cytomegalovirus 
minimal promoter. 

11. The vector according to claim 10, wherein the promoter is operatively linked to 
one or more tet operator sequences. 

12. The vector according to claim 1, wherein the vector further comprises a gene 
encoding a selectable marker. 

13. The vector according to claim 12, wherein the selectable marker encodes 
antibiotic resistance. 

14. The vector according to claim 13, wherein the selectable marker encodes 
resistance to puromycin. n -? 
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15. The vector according to claim 1 1 , wherein the vector further comprises a gene 
encoding a selectable marker. 

16. The vector according to claim 15, wherein the selectable marker encodes 
antibiotic resistance. 

1 7. The vector according to claim 16, wherein the selectable marker encodes 
resistance to puromycin. 

18. The vector according to claim 1 wherein the regulatory KNA sequence is 
derived from the 3 '-untranslated region of a messenger RNA. 

19. The vector according to claim 1 8 wherein the regulatory RNA sequence 
comprises a highly conserved region. 

20. The vector according to claim 1 wherein the regulatory RNA sequence 
mediates a response to an environmental condition selected from the group consisting of 
stress, temperature, oxygen tension, growth factor concentration, ionic strength, pH, tissue 
damage, ischemia, infection, concentration of cell-cycle regulators, pressure; metal ion 
concentration, differentiation factors, angiogenic factors, senescence factors, toxins, 
carcinogens, teratogens, metabolites, extracellular matrix components, drugs, small 
molecules, and hormones. 

21. The vector according to claim 20, wherein the growth factor is selected from 
the group consisting of epidermal growth factor, platelet-derived growth factor, fibroblast 
growth factor, nerve growth factor, insulin, IGF -I, IGF-II, vascular endothelial growth 
factor, and endotheUn. 

22. The vector according to claim 20, wherein the regulatory RNA sequence 
mediates a response to hypoxia. 

23. The vector according to claim 15, wherein the regulatory RNA sequence 
regulates a process selected from the group consisting of RNA localization, RNA stability, 
messenger RNA translation, nucleocytoplasmic transport of RNA and RNA processing, 

24. The vector according to claim 15, wherein the regtilatory RNA sequence is 
involved in developmental regulation of processes selected from the group consisting of 
localization, translation, stability, processing and nucleocytoplasmic transport. 

25. A viral vector for regulation of an RNA molecule, the vector comprising a viral 
regulatory element and a nucleotide sequence encoding the RNA molecule, wherein the 
nucleotide sequence encoding the RNA molecule is in operative linkage to a promoter and 
to a regulatory RNA sequence, and further wherein transcription of the nucleotide 
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sequence encoding the RNA molecule proceeds in an orientation opposite to that of 
transcription initiated at the viral regulatory element. 

26. The vector according to claim 25 wherein the regulatory RNA sequence is 
derived from the 3 '-untranslated region of a messenger RNA. 
5 27. The vector according to claim 26 wherein the regulatory RNA sequence 

comprises a highly conserved region. 

28. The vector according to claim 25 wherein the regulatory RNA sequence 
mediates a response to an environmental condition selected from the group consisting of 
stress, temperature, oxygen tension, gro^rth factor concentration, ionic strength, pH, tissue 

10 damage, ischemia, infection, concentration of cell-cycle regulators, pressure; metal ion 

concentration, differentiation factors, angiogenic factors, senescence factors, toxins, 
carcinogens, teratogens, metabolites, extracellular matrix components, drugs, small 
molecules, and hormones. 

29. The vector according to claim 28, wherein the growth factor is selected from 
15 the group consisting of epidermal growth factor, platelet-derived growth factor, fibroblast 

growth factor, nerve growth factor, insulin, IGF-I, IGF-II, vascular endothelial growth 
factor, and endothelin. 

30. The vector according to claim 28, wherein the regulatory RNA sequence 
mediates a response to hypoxia. 

20 31. The vector according to claim 25, wherein the regulatory RNA sequence 

regulates a process selected from the group consisting of RNA localization, RNA stability, 
messenger RNA translation, nucleocytoplasmic transport of RNA and RNA processing. 

32. The vector according to claun 25, wherein the regulatory RNA sequence is 
involved in developmental regulation of processes selected from the group consisting of 

25 localization, translation, stability, processing and nucleocytoplasmic transport. 

33. The vector according to claim 25, wherein the RNA molecule is a messenger 

RNA. 

34. The vector according to claim 33, wherein the messenger RNA encodes a 
polypeptide involved in cell prohferation. 

30 35. The vector according to claim 34, wherein the messenger RNA encodes a 

polypeptide selected from the group consisting of oncogenes, cell cycle regulators, 
differentiation factors, regulators of cell metabolism, regulators of senescence, molecules 
involved in cell-cell interactions, and molecules involved in cell-matrix interactions. 



wo 98/42854 



PCT/US98/06093 



36. The vector according to claim 335, wherein the messenger RNA encodes a 
polypeptide involved in cell death. 

37. The vector according to claim 36, v^herein the messenger RNA encodes a 
polypeptide selected from the group consisting of apoptotic genes and growth-inhibitory 
genes. 

38. A method for identifying a regulatory RNA sequence utilizing the vector 
according to claim 1, the method comprising the steps of: 

(a) inserting a candidate regulatory sequence into the cloning site to 
generate a regulatory construct, 

(b) exposing a host cell population to the regulatory construct obtained in 

step (a), 

(c) selecting a sub-population of stably transformed cells, 

(d) determining expression of the reporter gene in the stably transformed 
sub-population, 

(e) determining the expression of the reporter gene in a sub-population of 
cells that are stably transformed by the vector lacking the candidate regulatory sequence, 
and 

(f) comparing expression of the reporter gene determined in steps (d) and 

(e). 

39. A method for constructing a cDNA library in a retroviral vector, wherein the 
cDNA inserts comprise trsinscriptional termination elements, xising the vector according to 
claim 1. 

40. The vector according to claim 1, lacking a reporter gene and further comprising 
a regulatory RNA sequence. 

41 . A method for regulating expression of an RNA , the method comprising the 
steps of: 

(a) placing a nucleotide sequence encoding the RNA into a vector according 
to claim 40, and 

(b) introducing the vector of step (a) into a host cell under conditions 
wherein transcription of the nucleotide sequence occurs. 

42. A method for regulating expression of an RNA , the method comprising the 
steps of: 
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(a) placing a nucleotide sequence encoding the RNA into the vector 
according to claim 40, and 

(b) introducing the vector of step (a) into a host cell xinder conditions 
wherein transcription of the nucleotide sequence occurs; 

wherein the nucleotide sequence encoding the RNA comprises a transcription 
termination element. 

43. The method according to claim 41, wherein transcription is regulated by a 
transrepressor. 

44. The method according to claim 41 , wherein transcription is regulated by a 
transactivator. 

45. The method according to claim 41 , wherein transcription is regulated by a 
reverse transrepressor. 

46. The method according to claim 4 1 , wherein transcription is regulated by a 
reverse transactivator. 

47. The method according to claim 41, wherein transcription is regulated by a 
combination of a transrepressor and a reverse transactivator. 

48. The method according to claim 41, wherein transcription is regulated by a 
combination of a reverse transrepressor and a transactivator. 

49. The method according to claim 41, wherein the regulatory RNA sequence 
regulates a process selected from the group consisting of messenger RNA stability, 
messenger RNA localization, messenger RNA translation and nucleocytoplasmic transport 
of messenger RNA. 

50. The method according to claim 41, wherein the messenger RNA encodes a 
therapeutic polypeptide. 

5 1 . The method according to claim 50, wherein the therapeutic polypeptide is 
selected from the group consisting of hormones, oncogenes, tumor suppressors, antigens, 
metabolic enzymes, senescence regulators, cell death genes, grov^^ regulators, structural 
components and membrane components. 

52. A cell into which has been inserted the vector of claim 40. 

53. A vector encoding a regulatory RNA sequence, wherein the regulatory RNA 
sequence is operatively linked to a regulatable promoter. 

54. A cell into which has been inserted the vector of claim 53. 

V7 
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55. A method for regulating a mRNA, wherein said mRNA comprises a regulatory 
RNA sequence, the method comprising the following steps: 

(a) introducing a vector according to claim 53 into a host cell in which the 
mRNA is expressed; and 

(b) culturing the cell of (a) under conditions wherein the regulatory RNA 
sequence is overexpressed; 

such that the overexpressed regulatory RNA sequence interacts with cellular 
factors, thereby preventing their interaction with the regulatory RNA sequence of the 
mRNA. 

56. A vector encoding a sequence that is complementary to a regulatory RNA 
sequence, wherein the sequence that is complementary to a regulatory RNA sequence is 
operatively linked to a regulatable promoter. 

57. A method for regulating a mRNA, wherein said mRNA comprises a regulatory 
RNA sequence, the method comprising the following steps: 

(a) introducing a vector according to claim 56 into a host cell in which the 
mRNA is expressed; and 

(b) culturing the cell of (a) under conditions wherein an antisense RNA 
regulatory sequence is overexpressed, wherein said antisense sequence is complementary 
to the regulatory RNA sequence present in the mRNA, 

such that the overexpressed antisense sequence interacts vsdth the regulatory RNA 
sequence present in the mRNA, thereby blocking the function of the regulatory RNA 
sequence present in the mRNA. 

58. A method for identifying molecules which interact with a regulatory RNA 
sequence, the method comprising the following steps: 

(a) introducing a vector according to claim 55 into a host cell, 

(b) culturing the cells of (a) under conditions wherein the regulatory RNA 
sequence is overexpressed, 

(c) isolating the regulatory RNA sequence from the cells, and 

(d) identifying molecules associated with the isolated regulatory RNA 

sequence. 

59. A molecule which interacts with a regulatory RNA sequence, said molecule 
identified by the method of claim 58. 

60. A regulatory RNA sequence isolated by the method of claim 38. 
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61 . The method according to claim 4 1 , wherein the vector is introduced into the 
host cell in vivo. 

62. The method according to claim 41, wherein the vector is introduced into the 
host cell ex vivo. 

63. The method according to claim 41, wherein the vector is introduced into the 
host cell in vitro. 

64. The method according to claim 61, wherein the host cell is a mammalian cell. 

65. The method according to claim 62, wherein the host cell is a mammalian cell 

66. The method according to claim 63, wherein the host cell is a mammahan cell. 
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A- MARTf, B. BERRAONDO and J. A. MARTINEZ. Leptin: physiological 
actions (mlnircvicw), J, Phyeiol. Biochem., 55 (1), 43-50, 1999. 

Leptin, a peptide hormone (167 aa) mainly expressed in adipocytes, and its hypo- 
thalamic receptors are integral components of a complex physiological system 
evolved to regulate fuel stores and energy expenditure. Thus, Icpun discovery has 
consxituced a greai breakthrough in the understanding of body weight regulation and 
in the role of the fat tissue as an endocrine organ. Increasing scientific evidences sug- 
gest that, leptin has overall effects on metabolism. Leptin mRNA and/or protein are 
produced by placenta, fetal tissues, gastric mucosa and hepatic stellate cells and can 
participate in many physiological functions such as fetal growth, gut-derived satiety, 
immune or proinflammatory responses, reproduction, nutrient intestinal absorption, 
ongiogenesis and lipolysis. The leptin participation in body weight homeostasis and 
obesity as well as other peripheral actions are revisited. 

Key words: Leptin, White fac tissue, Energy balance, Food intake, Hypothalami- 



Body weight and corporal composition 
depend upon energy intake and eifcpendi- 
ture. In this context, excess fat accumula- 
tion and obesity onset are the result of an 
imbalance in the energy equation (9, 25). 
It has been reported that body weight 
changes can be affected by dietary 
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macronutrient composition as well as 
other metabolic and neuroendocrine fac- 
tors (10). However, in most individuals 
body weight remains quite stable 
throughout life, which has been attributed 
to a number of complex regulatory feed- 
back mechanisms (26). 

Studies carried out in homoiygous 
twins reveal that about 75 % of the vari- 
ability in the Body Mass Index (BMI), 
relays on genetic determinants (33, 34). 
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Thus, the genotype appears as a crucial 
factor involved in the obesity "epidcmia'*, 
although environmental, behavioral, 
metabolic and neuroendocrine influences 
are also implicated. The discovery of sig- 
naling messengers (oh gene) of the nutri- 
tional status represents a new break- 
through in understanding the regulation 
of body weight (25). 

Animal models of obesity 

Several genetic mutations in rodents are 
associated with obesity (14). Thus, ob/ob 
and dh/db mice display an obesity syn- 
drome characterized by a reduced energy 
expenditure associated to hyperphagia 
(42). Parabiosis experiments (blood 
exchange) between ob/ob (obese) and lean 
mice, produced a decline in body weight 
of the obese animals, which suggested the 
occurrence of a circulating factor in nor- 
mal animals, involved in body weight reg- 
ulation- Cloning studies allowed the dis- 
covery and sequencing of the ob and db 
genes, which are responsible for the 
expression of the ob protein (leptin) and 
rhe ob receptor (leptin receptor), respec- 
tively (8, 42). 

Three other rodent models of obesity 
such as the mbby, fat enxd yellow mice 
have also been described (17, 47). These 
animals are known to be obese due to an 
increased food intake and a diminished 
sympathetic activity. Thus, the yellow 
mice overexprcsses the agouti protein, 
which block^ the ability of Melanocyte 
Stimulating Hormone (MSH) to bind 
their specific receptors, antagonizing the 
anorectic effect of MSH. The tab gene 
seems to be involved in the synthesis of a 
regulatory protein of the hypothalamic 
circuitry, while the protein expressed by 
the fat gene is carboxypcptidasc an^ 
enzyme implicated in the biosynthesis of 



some hormones precursors such as pro- 
insulin or pro-opiomelanocortin (17). 

Summing up, genetic models of obesity 
have positively contributed to the under- 
standing of the complex machinery affect- 
ing long-term body weight regulation, 
although new efforts are needed to com- 
plete the overall picture of the energy 
equation as well as the interplay between 
genetic and environmental forces (46). 

The ob gene and plasma leptin levels 

The human ob gene is located in chro- 
mosome 7 and corresponds to a 167 
aminoacid polypeptide (16 KD), named 
leptin because •'leptos" in Greek means 
lean (48). The hormone is mainly pro- 
duced by adipocytes (8), although the pla- 
centa, the stomach and other cells are also 
able to secrete it. The leptin amount syn- 
thesized by different adipose tissue local- 
izations offer regional differences, being 
the subcutaneous fat tissue more active 
than visceral tissue in secreting leptin (30), 
Leptin expression in adipose tissue and 
circulating leptin depend upon fat/energy 
stores, which are effected by sex and 
dietary patterns. Females have higher 
plasma Jeptin concentration than males, 
even after being adjusted the values by 
body weight, fat content or age. This 
could be attributed to; 1) a higher efficien- 
cy of the female adipocyte in producing 
leptin, 2) the leptin secretion is induced by 
estrogen, and 3) a higher subcutaneous fat 
content in women than in men. A possible 
explanation of this phenomenon has been 
attributed to the need to cover the high 
requirements of lactation and pregnancy 
in women (19). 

Moreover, fasting or food restriction 
reduced the levels of circulating leptin fur- 
ther than what it will be expected accord- 
ing to fat stores, being the reduction 
accompanied by an increase in food intake 
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and a fall in energy expenditure (18). 
These changes arc more evident in 
females, giving support to the observacion 
that maleii are less prone to gain weight 
after energy restriction. These findings 
suggest that lepcin secreted by adipocytes 
is able to trigger signals towards the hypo- 
thalamic centers, which through feedback 
mechanisms could regulate energy metab- 
olism in the short and long-term (25, 30). 
Leptinemia is also affected by other 
dietary situations. A glucose load or a spe- 
cific nutrient distribution in ihe diet may 
influence leptin levels (23). 

In regard to hormones participation, 
studies in vitro revealed that insulin stim- 
ulates leptin secretion by adipocytes, 
while in vivo trials indicates that circulat- 
ing levels of leptin arc only changed after 
long'term insulin administration (23), 
However, interactions between both hor- 
mones are complex and some aspects 
remains still unclear (27), Glucocorticoids 
increase leptin expression in experiments 
in vitrOj while in vivo administration is 
associated with hypcrleptinemia (36, 40). 
It also appears that leptin regulates gluco- 
corticoids levels (12) through the inhibi- 
tion of neuropepude Y (NPY) or corti- 
cotrophin releasing hormone (CRH). 
Moreover, molecules with high affinity 
for P3-adrenoceptors increased cAMP 
production and reduced leptin mRNA 
expression in fat cells in vivo (11, 29, 41). 
In regard to this, it has been suggested that 
sympathetic nervous system (SNS) regu- 
lates leptin syntheisis in tissues that receive 
sympathetic innervation and that sympa- 
thetic activity in both brown (BAT) and 
white adipose tissue (WAT) are mediated 
by p3-adrenoceptors and also classical 
|31,2-adrfinoceptor agonists (4). Thus, lep- 
tin production is stimulated by insulin 
and glucocorticoids and decreased by 
p-adrenoceptor agonists (44). 



In addition to adiposity, energy bal- 
ance, diet or endocrine signals, other local 
agents such as cytokines or transcription 
factors may affect leptin exprcscfion and 
plasma levels. Tumoral necrosis factor-a 
(TNF-a) and interlcukin 1 (lL-1) have 
shown stimulating actions on leptin 
expression, and it seems that leptin could 
have a role in pathologies with high 
cytokine production such as cachexia, 
AIDS or cancer (30). Two transcription 
factors implicated in adipocyte differenti- 
ation modified leptin mRNA levels, being 
decreased by peroxisome proliferator acti- 
vated receptor (PPAR) and increased by 
CCAAT-enhancer binding protein a 
(C/EBPa) (1). 

Leptin receptor and signaling mechanisms 
The oh receptor (LEPR) located in 
human chromosome 1, is expressed in a I 
number of peripheral tissues such as 
hypothalamus, lung, liver, kidney, muscle, 
adipocytes and gastrointestinal tract (16). 
Thc leptin receptor is a membrane protein 
of about 1,200 araxnoacids with at least 
five isoforms (Ob-Ra, Ob-Rb, Ob-Rc, 
Ob-Rd and Ob-Rc), resembling a 
cytokine receptor (21). The Ob-R extra 
cellular domain (15 exons) contains two 
binding sites for the ligand, although the 
leptin binding stoichiometry is not 
known. The transmembrane domain is 
found in all the isoforms except for Ob- 
Re (soluble form). The intracellular 
domain offers variations in the isoforms. 
Thus, the Ob-Rb isoform contains both 
the Janus activated kinases QAK) and Sig- 
nal transducer and activator of uarvscrip- 
tion (STATs) binding domains. The Ob- 
Re isoform participates in the blood-brain 
barrier transport. The remaining isoforms 
contain also the transmembrane and the 
signaling domains (1). 
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Protlucrion and physiological actions of 
leptin 

Leptin secretion follows a circadian 
pattern being higher early in ihe morning 
and falling at noon (6), Leptin secretion 
rhythm is the same in lean or obese indi- 
viduals and in healthy or diabetic patientg. 
The secretion pattern is similar to pro- 
lactin (PRL), thyrotrophin (TSH), mela- 
tonin or free fatty acids profile, while 
being opposite to that of Cortisol or 
adrenocorticotropic hormone (ACTH). 
In females, plasma peaks of luteinizing 
hormone (LH) and estradiol show some 
similarities with circulating leptin peaks 
(23). 

Leptin travels by the blood Stream 
reaching the central nervous system where 
it binds its specific receptors in the hypo- 
thalamus acting as a satiety signal. The 
diminishing effect on food intake has been 
repeatedly demonstrated in oh/ob mice, 
which are not able to produce functional 
leptin- Thus, leptin administration to 
these obese animals can reduce food 
intake and as a consequence body fat con- 
tent (8). 

However, the physiological role of lep- 
tin is far more complex to be uncovered 
(fig. 1), since leptin administration to 
oh/oh mice improves impaired immuno- 
competence and thermoregulation as well 
as some reproductive and endocrine alter- 
ations. It also appears that leptin treat- 
ment can block the changes in corticos- 
teroid and thyroids hormone implicated 
in the adaptativc response to food restric- 
tion. These observations suggest that lep- 
tin may inform the central nervous system 
about the nutritional statu$ in periods of 
food shortage and in preventing body 
weight gain (1). 

Leptin has been implicated in the 
inflammatory response and cytokine pro- 
duction (20, 28), and may act stimulating 
angiogenesis and fibrinogcnesis (38). Scv- 
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eral reports also indicated that leptin 
could have a role in hematopoiesis and 
lipolysis (10,21). 

Leptin and body weight regulation 

Leptin receptors occurs in arcuams and 
paraventricular (PVN) nuclei as well as in 
ventromedial (VMH), lateral (LH) and 
dorsomcdial (DMM) hypothalamic areas. 
LH and VHM regions are involved in the 
regulation of parasympathetic and sympa- 
thetic activities, respectively (15). 

Hypothalamic neuropeptides and neu- 
rotransmitters as well as the activities of 
the autonomous nervous system are under 
control of PVN, which participates in the 
regulation of body weight and/or food 
intake (7). Neuropeptide Y (NPY) and its 
receptors are inhibited by leptin, while 
melanocyte-stimulating hormone (MSH) 
and its receptor as well as melanocortin 4 
and its receptor are requested for leptin 
action. Cholecystokinin (CCK) and 
bombesin potentiate the orexigenic effect 
of leptin, Leptin appears to increase corti- 
cotrophin releasing hormone (CRH) 
roRNA expression while adrenalectomy 
produces weight losses in genetically 
obese animals (lacking functional leptin) 
which can be recovered by glucocorticoid 
administration (15). 

Thus, leptin levels acting throughout 
specific hypothalamic centers, may modu- 
late several adaptative responses, which 
are followed by metabolic, behavioral and 
endocrine changes depending on food 
consumption (1). Moreover, leptin exerts 
its central effects through^ several neu- 
roendocrine systems, including neuropep- 
tide Y, glucagon-like peptide-1 (GLP-1), 
cocaine- and amphetamine-regulated 
transcript (CART), agouti protein* 
mclano-cortins, corticotrophin releasing 
hormone (CRH) and orcxins A or B (8, 
43). 
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Fie. 1- Summary of central and peripheral leptin main actions. . 
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rSS;!^^^^ ar. . Urge nunxber of Uptin peripherS accioos so that lepnn can be involved in 

many different physiological and parhological situaciona. 



Pathways controlling energy metabolism 
Leptin levels are not only involved in 
the control of food intake, but also in fat 
oxidation and energy utilizarion. having 
an influence in body weight and composi- 
tion. Leptin participates in glucose home- 
ostasis interacting with insulin actions (26, 
39, 45). Thus, the hyperglycemia and 
insulin resistance of the ob/ob mice arc 
markedly improved by leptin administra- 
tion. Leptin also appears to influence 
intestinal sugar absorption (21). Besides, 
leptin interaction with the hypothalamic 
centers produces a sympathetic stimula- 



tion in brown adipose tissue and in other 
organs (42). Recent experiments have 
shown that leptin may induce overexpres- 
sion of UCPl, and UCP2, probably 
involved in mitochondria heat production 
(37, 49). 

Mutations and obesity treatment 

Most obese subjects show hyper- 
leptinemia, which is attributed to a high 
fat deposition (5, 31). However, five indi- 
viduals with early onset morbid obesity 
have a deletion in 133-guanine and a stop 
codon in che leptin gene (22, 47). Also, 
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two individuals with a mutation in the 
leptin receptor developed an obese phcno- 
type (y). Linkage and association studies 
have revealed that sonic polymorphisms 
related to LEP or LEPR are responsible 
for the incidence of obesity (2, 35). 

Fu^therroore^30*dies in obese animals 
show that Icptin administration produced 
rapid weight losses. Initial invesugations 
[n obese huroans treated with leptin show 
a reduction in body weight, with a wide 
range among individuals. This can be 
attributed to individual differences in 
plasma leptin levels and/or leptin sensitiv- 
ity (13). ^ . , . 
In a near future, gene therapy involving 

the incorporation of leptin cDNA into 
cells using different methodological 
approaches (viral or non viral-vectors) 
may represent a safe strategy in obesity 
therapy (24, 32). 

Studies in both ammaJs and human 
revealed that scrum leptin can be consid- 
ered as one of the best biological markers 
to reflect total body fat, over a wide range 
of body mass indexes (BMIs) and differ- 
ent pathologies: in normal weight, ajiorex- 
ic and obese subjects; in non-insulin 
dependent diabetes mellitus (NIDDM) 
patients, polycystic ovary syndrome 
women, Prader-Willi children and sub- 
jects with hypogonadism and growth hor- 
mone deficiency (44). 

In conclusion, the leptin system seems 
now quite complex and more research is 
needed to fully understand its functional- 
ity under physiological and/or pathologi- 
cal circumstances in animals and humans. 
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(minirrcvisifin). J. Physiol. Biochcm., 55 

43-50, J 999. , r 

La lepiina cs una hormona de naiuralci 
pcpti'dica (167 aa) secrctada pof los adipOClip 
coyo reoiente acscubrimiento ha supueSlO^ 
reconsideracion de los procesos fisioldgi^ 
implicados en la rcgulacion del peso corpoip, 
por SU contribucion acclva al mantenimiemo| 
los dcpositos etierB^ticos. U lepuna inte« 
elona con svs receptores hipotalamicos e mifl 
ma al cerebro del tamano de los depdsitos gL^ 
SOS siendo capaz de activar divcrsas rutas ng- 
roendocrinas encargadas *dc controlar el 
lance entrc la ingesta y el gasto energetico. 
placenta, diversos tcjidos fetales. la muco 
gastrlca o las celulas estelares del hfgado | 
otros lugarcs de produccibn de leptina. Dcife) 
del gran abanico dc funcioncs que se awibu^i 
a esta hormona dcstaca su participacion ed^ 
rcproduccion y en el desarrollo fetal. en|^ 
respuestas inmune e inflamatoria, en procetos 
de angicgenesis y fibrog^esis, en la lipolispo 
en la absorc»6n iniestinal de nutricntes. »fc 

PaUbras clavca Hipoialamo, Leptina, Ingest 
Gasio energetico, Adipociio bianco. 
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